Leukocyte trafficking: a special focus on VAP-1 and CLEVER-1 by Karikoski, Marika
TURUN YLIOPISTON JULKAISUJA
ANNALES UNIVERSITATIS TURKUENSIS










From the MediCity Research Laboratory,  
Department of Medical Microbiology and Immunology, University of Turku and 
Turku Doctoral Programme of Biomedical Sciences, University of Turku 
 
 
Supervised by  Professor Sirpa Jalkanen 
MediCity Research Laboratory,  
Department of Medical Microbiology and Immunology 
University of Turku 
Turku, Finland 
 
and M.D., Ph.D. Heikki Irjala 
Department of Otorhinolaryngology – Head and Neck Surgery  
Turku University Hospital 
Turku, Finland 
 
Reviewed by  Professor Pirjo Laakkonen 
Research Programs Unit, Molecular Cancer Biology, and 
Institute of Biomedicine 
University of Helsinki  
Helsinki, Finland  
 
and Professor Risto Renkonen 
Transplantation Laboratory and  
Infection Biology Research Program 
Haartman Institute 
University of Helsinki, and  
HUSLAB 
Helsinki University Central Hospital  
Helsinki, Finland  
 
Opponent Professor William Agace 
Immunology Section 





ISBN 978-951-29-5187-1 (PRINT) 
ISBN 978-951-29-5188-8 (PDF) 
ISSN 0355-9483 




Leukocyte trafficking: a special focus on VAP-1 and CLEVER-1 
 
MediCity Research Laboratory,  
Department of Medical Microbiology and Immunology, University of Turku and 
Turku Doctoral Programme of Biomedical Sciences, University of Turku 
Annales Universitatis Turkuensis 
Turku, Finland, 2012 
 
It is crucial that lymphocytes patrol the body against foreign intruders and that 
leukocytes invade inflamed tissues to ameliorate the infection or injury. The adhesion 
molecules in leukocytes and endothelial cells play an essential role in the immune 
response by directing the traffic of leukocytes. However, the same molecules that 
guide leukocyte traffic under physiological conditions are also involved in pathological 
situations, when an overly excessive or harmful inflammatory response leads to tissue 
destruction and organ dysfunction or tumor growth. 
Vascular adhesion protein-1 (VAP-1) and Common lymphatic endothelial and 
vascular endothelial receptor-1 (CLEVER-1) are endothelial molecules that participate 
in the adhesion of leukocytes to the endothelia. This study was designed to elucidate, 
using different inflammation models, the role of VAP-1 and CLEVER-1 in leukocyte 
migration to the inflamed tissue, and to evaluate the use of antibodies against these 
molecules as an anti-adhesive therapy. Also, the role of CLEVER-1 during 
tumorigenesis was studied. 
Blocking the function of VAP-1 with antibodies significantly decreased the 
accumulation of leukocytes in the inflamed tissue. Targeting CLEVER-1 prevented 
cell migration via lymphatic vessels, as well as leukocyte traffic during inflammation. 
Following the anti-CLEVER-1 antibody treatment the number of immune regulating 
leukocytes in tumors was reduced, which led to a decrease in tumor growth. However, 
the normal immune response towards immunization or bacterial infection was not 
compromised. Thus, VAP-1 and CLEVER-1 are both potential targets for anti-
inflammatory therapies for preventing the harmful accumulation of leukocytes in 
inflamed areas. Targeting CLEVER-1 may also inhibit tumor growth by reducing 
immunosuppressive leukocytes in tumors. 
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On elintärkeää, että lymfosyytit vartioivat elimistöä vierailta tunkeutujilta ja että 
valkosolut kulkeutuvat tulehtuneeseen kudokseen parantamaan infektion tai 
kudosvaurion. Valkosolujen kulkua elimistössä ohjaavat verisuonten ja valkosolujen 
pinnoilla olevat molekyylit, joita kutsutaan adheesio- eli tarttumismolekyyleiksi. 
Kuitenkin samat tarttumismolekyylit, jotka ohjaavat valkosolujen kulkua 
normaalitilanteessa, ovat myös osallisena liian voimakkaissa tai haitallisissa 
tulehdustilanteissa, jotka voivat johtaa kudoksen tuhoutumiseen ja toiminnan 
menetykseen tai syövän kasvuun. 
Verisuonen adheesioproteiini-1 (VAP-1) ja Yleinen lymfaattisen endoteelin ja 
verisuonen endoteelin reseptori-1 (CLEVER-1) ovat molekyylejä, jotka osallistuvat 
valkosolujen ja endoteelin väliseen tarttumistapahtumaan. Tämän tutkimuksen 
tarkoituksena oli selvittää erilaisten tulehdusmallien avulla VAP-1:n ja CLEVER-1:n 
merkitystä valkosolujen kulkeutumisessa tulehtuneeseen kudokseen ja arvioida VAP-1 
ja CLEVER-1 vasta-aineiden käyttöä tulehdusta estävänä hoitona. Lisäksi tavoitteena 
oli tutkia CLEVER-1:n merkitystä syövän kasvussa. 
Estämällä VAP-1:n toiminta vasta-aineilla valkosolujen kulku tulehtuneeseen 
kudokseen väheni merkittävästi. CLEVER-1:n toiminnan esto rajoitti solujen kulkua 
imuteiden kautta imusolmukkeeseen sekä valkosolujen liikennettä tulehdusalueelle. 
CLEVER-1 vasta-ainehoito vähensi myös puolustusta säätelevien valkosolujen 
lukumäärää syöpäkudoksessa pienentäen syövän kasvua, kun taas immunisaation ja 
bakteeritulehduksen aikana immuunipuolustus toimi normaalisti. Tulosten perusteella 
sekä VAP-1 että CLEVER-1 ovat hyviä lääkekehityskohteita, sillä kohdistamalla 
vasta-ainehoito näihin molekyyleihin pystyttään estämään haitallista valkosolujen 
kerääntymistä tulehtuneeseen kudokseen. Lisäksi CLEVER-1:n toiminnan esto saattaa 
vähentää ns. immunosupressiivisten eli puolustuskykyä hillitsevien valkosolujen 
määrää syöpäkudoksessa ja täten edesauttaa syövän hoitoa.  
Avainsanat: tarttumismolekyyli, valkosoluliikenne, VAP-1, CLEVER-1 
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10  Introduction  
1. INTRODUCTION 
We are constantly challenged by intruders that threaten our well-being and even our 
life, and it is our immune system’s fundamental responsibility to defend us against the 
invasion of microbes and other threats. For this purpose, our immune system has to 
produce a sufficient number of lymphocytes that can recognize a myriad of foreign 
structures and distinguish these from self. In order to succeed, the lymphocyte and 
foreign antigen must first come into contact, then when the intruder is detected, an 
adequate amount of responding lymphocytes needs to be produced. These specific 
responding lymphocytes must then enter at the site of insult. And finally, after 
eliminating the danger, a guard needs to survey the body against re-attack. In addition 
to these delicate tasks, the body needs to maintain homeostasis in order to prevent the 
overexpansion of lymphocyte subsets. To achieve all of this, lymphocytes must know 
where to go and when. This is attained by specific interactions between the 
lymphocytes and the vascular endothelium, which are mediated by adhesion receptors. 
The adhesion receptors not only guide the lymphocyte recirculation between the blood 
and lymphoid tissues, and lymphocyte migration to the inflamed tissues, but also 
migration of other types of leukocytes to the sites of inflammation. 
The interaction between leukocytes and endothelial cells via adhesion receptors is a 
prerequisite for a functional immune defence. However, the same mechanisms that 
enable leukocyte migration to tissues are also involved in adverse events like the 
development of autoimmune diseases and tumor growth. There is a countless number 
of patients suffering from inflammatory disorders world wide. Controlling excessive or 
misdirected leukocyte traffic by blocking the function of the adhesion molecules that 
mediate leukocyte-endothelial interactions, would potentially provide the tools to 
prevent the onset of inflammatory disorders, restrain the progress of disease or at least 
attenuate the symptoms. In addition, blocking the migration of a defined leukocyte 
subtype to certain tissues would be more selective and have less side effects than 
conventional drugs such as corticosteroids or non-steroidal anti-inflammatory drugs. 
However, the targeted therapy may still compromise the immune system. Therefore, 
further studies on the behaviour of molecules involved in leukocyte-endothelial 
interactions, and a broader understanding of the consequences of blocking the function 
of these molecules are needed. This study focuses on two molecules, namely VAP-1 
and CLEVER-1, which are known to mediate the adhesive events between endothelia 
and leukocytes in vitro. The work elucidates the role of these molecules in vivo in 
physiological and pathological conditions, and finally, evaluates their use as targets for 
anti-adhesive therapies. 
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2. REVIEW OF THE LITERATURE 
2.1 Leukocyte traffic 
One of the most crucial aspects of the immune response is leukocyte trafficking; 
lymphocytes continuously patrol the body by circulation from the blood to lymphoid 
tissues and back into the bloodstream again, and leukocytes are recruited to sites of 
inflammation. Although the concept of lymphocyte recirculation was established 
earlier, in 1964 Gowans and Knight unambiguously showed that lymphocytes move 
from the blood circulation into the lymph via lymph nodes. They demonstrated that 
lymphocytes enter the lymph nodes by migration across the walls of post-capillary 
venules with remarkably high endothelia, also known as high endothelial venules 
(HEV) because of the distinct morphology of their cells. (Gowans and Knight, 1964.) 
Even though lymphocytes enter the lymph nodes also via afferent lymphatics, the main 
entry route is from the blood via post-capillary venules (Hall and Morris, 1965). 
Mackay et al. studied the distribution of lymphocyte subsets in blood, afferent lymph 
as well as in efferent lymph, and noticed that there were differences in the percentages 
of lymphocyte subsets in the studied vessels, indicating that cell migration is a 
regulated process. The same study also illustrated that for example macrophage-like 
cells were only found in the afferent lymph entering the lymph node, but they were not 
seen in the efferent lymph, indicating that these cells are not recirculating. (Mackay et 
al., 1988.) Furthermore, it was noted that naïve and memory lymphocytes have 
different recirculation patterns (Mackay et al., 1990). Effector and memory cells do not 
recirculate randomly, but preferentially to the tissue where the antigen was initially 
encountered and the lymphoid tissues related to that tissue, for example to gut-
associated lymphoid tissues or to peripheral lymph nodes. That is, effector and 
memory cells can also recirculate through so called extralymphoid immune effector 
sites, such as inflamed skin and synovium. This selective recirculation assures that 
cells re-encounter their specific antigens more reliably and quickly. (Griscelli et al., 
1969; Cahill et al., 1977; Chin and Hay, 1980; Issekutz et al., 1980; Jalkanen et al., 
1986a.) Some leukocytes, like monocytes and granulocytes, do not recirculate but are 
recruited to sites of inflammation. Both of these fundamental processes, the continuous 
recirculation of lymphocytes and the recruitment of leukocytes to sites of 
inflammation, are mediated by interactions between leukocytes and the endothelium. 
(Springer, 1995; Fabbri et al., 1999.) Figure 1 illustrates the migratory routes of T cells 
as an example of lymphocyte traffic in the body. 
12 Review of the Literature  
 
 
Figure 1. Lymphocyte recirculation: T cell migratory routes as an example. Naïve T cells 
migrate constitutively from the blood to lymphoid tissues through HEVs. Antigen presenting 
cells migrate to the lymph nodes via afferent lymphatics and present the antigen to the 
lymphocytes. After antigen stimulation, T cells proliferate and differentiate into effector and 
memory cells. These cells migrate preferentially to the tissue of initial antigen invasion and 
related lymphoid tissues. (LN – lymph node/secondary lymphoid tissue, AL – afferent 
lymphatic vessel, EL – efferent lymphatic vessel) (Modified from von Andrian and Mackay, 
2000.) 
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2.2 Adhesion cascade 
The leukocyte – the endothelial cell interaction that leads to the migration of 
leukocytes to the tissue is an active process that can be divided in to sequential steps. 
In the classical adhesion cascade these consecutive steps are: tethering and rolling, 
activation, firm adhesion and finally diapedesis i.e. transmigration through the 
endothelium. (Butcher, 1991; Butcher and Picker, 1996.) Ley et al. have proposed a 
renewed version of the leukocyte adhesion cascade that includes the following steps: 
capture, rolling, slow rolling, arrest, adhesion strengthening, intravascular crawling, 
paracellular and transcellular migration leading to migration through the endothelial 
basement membrane and pericyte layer (Ley et al., 2007). The adhesion cascade is 
illustrated in figure 2. 
 
Figure 2. The multistep adhesion cascade. Leukocytes first tether and start to roll along the 
endothelium, then become activated, adhere firmly, transmigrate into the tissue through the 
endothelium and the basement membrane, and finally migrate in the tissue towards a 
chemokine gradient. (Modified from Springer, 1994.) 
2.2.1 Primary adhesion - tethering and rolling 
The first steps in the leukocyte adhesion cascade are tethering and rolling. Initial 
contacts between leukocytes and endothelia slow the velocity of the leukocytes 
enabling leukocytes to roll on the endothelia. This primary adhesion step is mainly 
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mediated by selectins and their ligands. The selectin family consists of three family 
members: E-selectin, L-selectin and P-selectin. E-selectin is expressed on activated 
endothelial cells, L-selectin constitutively on the majority of leukocytes, and P-selectin 
on platelets and endothelial cells. In the resting state P-selectin is stored in secretory 
granules, so called Weibel-Palade bodies in endothelial cells and in -granules in 
platelets, but is rapidly mobilized to the cell surface upon stimulation with histamine or 
oxygen radicals like, for example, hydrogen peroxide. Selectins are also found in 
soluble form in plasma. These three C-type lectins bind to fucosylated carbohydrates 
such as sialyl Lewis X (sLeX) in a calcium-dependent manner. P- and L-selectin also 
bind to sulphated glycans such as heparin. The physiologically relevant selectin ligands 
for leukocyte traffic are glycoproteins: P-selectin glycoprotein ligand 1 (PSGL-1) and 
endoglycan are ligands for all three selectins; L-selectin may also interact with 
glycosylation-dependent cell adhesion molecule-1 (GlyCAM-1), CD34, mucosal 
addressin cell adhesion molecule-1 (MAdCAM-1), sulphated glycoprotein of 200 kD 
(Sgp200), and Podocalyxin, for example; and E-selectin binds to E-selectin ligand 
(ESL-1) and CD44, for example. Selectins may also interact with each other, as P-
selectin and E-selectin are able to bind to L-selectin. (Lasky, 1992; Kansas, 1996; 
McEver, 2002; Rosen, 2004; Sperandio, 2006; Grailer et al., 2009.) 
Although selectins play a major role in the primary adhesion step, there are also 
other molecules, like CD44, involved in the rolling phase. E-selectin is one of the 
many molecules that interact with CD44, and these molecules mediate the rolling 
(Dimitroff et al., 2001). However, CD44 is also able to mediate the rolling independent 
of selectins (DeGrendele et al., 1996). 
2.2.2 Activation, arrest and firm adhesion 
The engagement of selectins in the rolling step may lead to activation, but more 
importantly the rolling of leukocytes along the endothelium allows for more time for 
interactions to occur between the leukocytes and endothelial cells, and interacting cells 
become exposed to local activators: chemokines and other chemoattractants. 
Activation by chemoattractants leads to changes in integrin avidity and affinity. After 
activation integrins bind to the immunoglobulin superfamily members and as a result, 
the leukocyte adheres more firmly to the endothelium. (Kansas, 1996; Ley et al., 
2007.) 
Chemokines are a large family of low molecular weight chemoattractant peptides 
that bind to G protein-coupled receptors. Chemokines are subdivided into four main 
classes: C-C, C-X-C, C-X3-C and C, based on the conserved cysteine residues in their 
amino acid sequences. Most chemokines are produced as secreted molecules, but are 
bound to the endothelium e.g. by glycosaminoglycans. Chemokines are ideal for 
controlling the selective recruitment of leukocytes, as specific chemokines are present 
in different tissues. Chemokines are also differentially expressed in the resting and in 
the inflammatory state. Furthermore, the expression of chemokine receptors varies in 
different leukocyte subsets and is dependent on leukocyte activation. Binding of 
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chemokines to their G protein-coupled ligands leads to so-called inside-out signaling: 
rapid integrin activation due to the triggering of a complex intracellular signaling 
network. (Olson and Ley, 2002; Johnston and Butcher, 2002; Sallusto and Mackay, 
2004.) 
Integrins are transmembrane heterodimers, which consist of an α- and β-subunit. 
The name integrins was originally given to illustrate a feature of these molecules as the 
link between the extracellular and intracellular sides of cells. Thus, integrins are 
involved both in outside-in signaling and in inside-out signaling. (Larson and Springer, 
1990; Hogg et al., 2011.) All leukocytes express a particular set of integrins, and as a 
commonality, all leukocyte subtypes express β2-integrins. The expression of integrins 
is signal- and time-dependent. (Harris et al., 2000.) Among the most important 
integrins in leukocyte – endothelial interactions are the Lymphocyte function 
associated antigen-1 (LFA-1, αLβ2), Macrophage-1 antigen (Mac-1, αMβ2), p150,95 
(αXβ2), Very late antigen-4 (VLA-4, α4β1) and α4β7 (Carlos and Harlan, 1994; 
Laudanna and Bolomini-Vittori, 2009). The ligands of the integrins are 
immunoglobulin superfamily members, cell-surface proteins with immunoglobulin-like 
domains. For example, the immunoglobulin superfamily members Intercellular 
adhesion molecule -1 and -2 (ICAM-1 and ICAM-2) are ligands for LFA-1 and Mac-1, 
whereas Vascular cell adhesion protein -1 (VCAM-1) and MAdCAM-1 are ligands for 
VLA-4 and α4β7. (Carlos and Harlan, 1994; Yonekawa and Harlan, 2005; Takada et 
al., 2007; Smith, 2008; Laudanna and Bolomini-Vittori, 2009; Barczyk et al., 2010.) 
2.2.3 Crawling and transmigration 
Following arrest and firm adhesion, leukocytes, at least neutrophils and monocytes, 
crawl intraluminally seeking the optimal site of transmigration (Kelly et al., 2007; Ley 
et al., 2007; Sanz and Kubes, 2012). It has been shown in an in vitro setting that at 
least LFA-1 and Mac-1 with ICAM-1 and ICAM-2 mediate the crawling of monocytes 
on endothelial cells (Schenkel et al., 2004), and in an in vivo setting that Mac-1 
mediates the crawling of neutrophils before the transendothelial migration (Phillipson 
et al., 2006). 
The final step in the leukocyte adhesion cascade is the transmigration through the 
endothelium. For a long time it was debated whether leukocytes migrate between the 
endothelial cells (paracellular route) or straight through the endothelial cell 
(transcellular route). It has now been accepted that leukocytes are able to use either one 
of these routes. The molecules that participate in leukocyte diapedesis include for 
example CD99 and the immunoglobulin superfamily members: ICAM-1, ICAM-2, 
platelet endothelial cell adhesion molecule 1 (PECAM-1, CD31), junctional adhesion 
molecules A, B and C (JAM-A, -B, -C), VCAM-1 and endothelial cell-selective 
adhesion molecule (ESAM). ICAM-1 and ICAM-2 interact with LFA-1 also during 
transmigration. The clustering of ICAM-1 and VCAM-1 prior to and during 
transmigration stimulates a number of signals that are needed for diapedesis. ESAM 
and CD99 interact in a homophilic manner, and PECAM-1 and JAMs interact in a 
16 Review of the Literature  
homophilic and a heterophilic manner. JAMs interact with integrins: JAM-A with 
LFA-1, JAM-B with VLA-4 and JAM-C with Mac-1. JAM-B and JAM-C may also 
bind to each others. CD177 has been identified as a ligand for PECAM-1. In addition 
to these molecules that support leukocyte extravasation, there are molecules which 
function in an opposite way by blocking diapedesis. One of these is the vascular 
endothelial cadherin (VE-cadherin) that is transiently lost from the adherens junctions 
during leukocyte transmigration. (Vestweber, 2007; Langer and Chavakis, 2009; 
Muller, 2011; Ley et al., 2007.)  
2.3 VAP-1 
In the early 1990s, when very little was known about the adhesion molecules, 
expressed by endothelial cells, which mediate tissue specific lymphocyte homing to 
inflamed joints, Salmi and Jalkanen identified a new molecule by producing 
monoclonal antibodies against human synovial vessels. One new monoclonal antibody 
- 1B2 - stained HEV-like venules in inflamed synovial samples and the majority of 
HEVs in peripheral lymph nodes and tonsils. The antigen recognized by 1B2 was 
named VAP-1 for vascular adhesion protein-1, since in vitro adhesion assays revealed 
that VAP-1 mediates lymphocyte binding to HEVs. (Salmi and Jalkanen, 1992.) 
2.3.1 Expression of VAP-1 
VAP-1 is strongly expressed in the vascular endothelial cells of HEVs and 
moderately in follicular dendritic cells in peripheral lymph nodes and tonsils. In large 
vessels, like the aorta, VAP-1 is expressed in smooth muscle cells. Moderate to slight 
expression is also found in smooth muscle cells in the intestine, the sinusoidal 
endothelium of the liver, the intertubular vessels of the kidneys, and the endothelial 
cells of the endocardium in the heart. (Salmi et al., 1993.) VAP-1 is also expressed in 
the endothelium of pulmonary vessels in the lungs (Singh et al., 2003). In contrast, for 
example epithelial cells, leukocytes and fibroblasts do not express VAP-1. The 
expression of VAP-1 is localized to the luminal cell surface and to the cytoplasmic 
granules of endothelial cells. (Salmi et al., 1993.) These VAP-1 positive cytoplasmic 
granules are distinct from Weibel-Palade bodies where P-selectin, for example, is 
stored and released (Salmi and Jalkanen, 1995). 
VAP-1 expression markedly increases at sites of inflammation, such as in the 
inflamed gut of inflammatory bowel disease (Salmi et al., 1993), inflamed synovium 
(Akin et al., 2001) and in chronic skin inflammations like psoriasis, lichen ruber planus 
(Arvilommi et al., 1996; Madej et al., 2007) and atopic eczema (Madej et al., 2006). In 
2000, Jaakkola et al. proposed, based on studies using pigs and dogs, that VAP-1 is an 
intracellular molecule in the noninflamed state and translocates onto the cell surface 
only after a proinflammatory stimulus (Jaakkola et al., 2000b). 
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2.3.2 Soluble VAP-1 in serum 
VAP-1 is also found in soluble form in the blood circulation (Kurkijarvi et al., 
1998). Soluble VAP-1 levels in the serum of healthy individuals are reasonably stable, 
but they are elevated in certain inflammatory disorders for example in many types of 
chronic liver diseases like alcoholic cirrhosis, viral hepatitis and primary biliary 
cirrhosis (Kurkijarvi et al., 1998; Kurkijarvi et al., 2000). Serum levels of soluble 
VAP-1 are also increased in patients with chronic kidney disease (Kurkijarvi et al., 
2001; Lin et al., 2008), diabetes (Salmi et al., 2002), atopic eczema (Madej et al., 
2006), inflammatory active relapsing remitting multiple sclerosis (Airas et al., 2006), 
psoriasis (Madej et al., 2007), acute ischemic stroke (Airas et al., 2008) and septic 
shock (Sallisalmi et al., 2012). Soluble VAP-1 levels may also increase during tumor 
growth, as soluble VAP-1 levels are elevated in the serum of patients with 
hepatocellular carcinoma (Kemik et al., 2010). Levels of soluble VAP-1 are also 
increased in the serum of colorectal as well as gastric cancer patients. Interestingly the 
loss of serum VAP-1 levels was associated with disease progression – metastases and 
poor overall survival in these patients. (Toiyama et al., 2009; Yasuda et al., 2011.) 
However, increased serum levels are not seen in all inflammatory disorders, as an 
elevation in  soluble VAP-1 levels in serum was not associated with for example 
rheumatoid arthritis and inflammatory bowel disease (Kurkijarvi et al., 1998; 
Koutroubakis et al., 2002). 
Originally it was proposed that soluble VAP-1 is derived from the liver (Kurkijarvi 
et al., 2000). Abella et al. showed that 3T3-L1 adipocytes release soluble VAP-1 and 
that this release is metalloprotease dependent and enhanced by tumor necrosis factor- 
(TNF-) (Abella et al., 2004). Finally, Stolen et al. showed that under normal 
physiological conditions the major source of circulating VAP-1 are vascular 
endothelial cells, and during biological stress, such as diabetes, both adipocytes and 
endothelial cells are able to release soluble VAP-1 into the circulation (Stolen et al., 
2004). 
2.3.3 VAP-1 is an adhesion molecule 
Originally the functional role of VAP-1 in the lymphocyte – endothelial interaction 
was studied using a Stamper-Woodruff type in vitro adhesion assay, which is a 
standard method that has been used already for over 35 years. Treatment of frozen 
tissue sections with the 1B2 anti-VAP-1 antibody decreased the binding of 
lymphocytes to the HEVs of tonsil, peripheral lymph node (PLN) and synovium 
samples. (Salmi and Jalkanen, 1992.) Since then, many other studies have shown the 
adhesive function of VAP-1 in vitro. For example 1B2 has been shown to decrease the 
binding of CD8 positive T-cells to PLN HEVs, the binding of natural killer (NK) cells 
to the HEVs of inflamed tonsil (Salmi et al., 1997b; Salmi et al., 1998) and the 
adhesion of lymphocytes to the venules of chronically rejected renal grafts (Kurkijarvi 
et al., 2001). The 1B2 anti-VAP-1 antibody also inhibits lymphocyte binding to 
inflamed mucosa (Salmi et al., 1993) and skin (Arvilommi et al., 1996), as well as 
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granulocyte binding to the cardiac vessels of ischemic hearts (Jaakkola et al., 2000a). 
Moreover, 1B2 inhibits T-cell binding to the hepatic endothelium (McNab et al., 1996) 
and binding of small mucosal lymphocytes and mucosal effector cells but not mucosa-
derived macrophages to the venules of inflamed synovium (Salmi et al., 1997a). VAP-
1 expression is up-regulated in sinusoids, hepatocytes and bile ducts during acute liver 
allograft rejection in rat (Martelius et al., 2000) and the anti-VAP-1 antibody 174-5 
inhibits immunoblast adhesion to the vasculature of rejecting rat liver allografts 
(Martelius et al., 2004). Using cultured hepatic endothelial cells and a TK8-14 anti-
VAP-1 antibody, it has been shown that VAP-1 mediates adhesion and transmigration 
of CD16 positive monocytes (Aspinall et al., 2010). The TK8-14 anti-VAP-1 antibody 
also decreased the number of transmigrating regulatory T cells through human hepatic 
sinusoidal endothelium (Shetty et al., 2011). In intravital microscopy studies VAP-1 
was shown to mediate the initial interaction between lymphocytes and the inflamed 
endothelium (Salmi et al., 1997b), the rolling of granulocytes on the inflamed 
endothelium (Tohka et al., 2001) and finally the slow rolling, firm adhesion and 
transmigration of leukocytes during an inflammatory stimulus (Stolen et al., 2005). 
VAP-1 is expressed on the vascular endothelium of tumors and mediates the 
adhesion of tumor-infiltrating lymphocytes, lymphokine-activated killer cells and 
natural killer cells to the tumor vasculature in vitro (Yoong et al., 1998; Irjala et al., 
2001). VAP-1 supports the recruitment of proangiogenic and immune-suppressing Gr-
1+CD11b+ myeloid leukocytes into the tumors and enhances tumor neoangiogenesis, 
and is thus involved in tumor growth (Marttila-Ichihara et al., 2009; Marttila-Ichihara 
et al., 2010).  
2.3.4 Human versus mouse VAP-1 
In humans VAP-1 is a sialylated 170-180 kDa glycoprotein (Salmi and Jalkanen, 
1995) and the sialic acids are needed for the adhesive function of VAP-1 (Salmi and 
Jalkanen, 1996). The mature 170-180 kDa form is homodimeric type II transmembrane 
protein that consists of two identical 90 kDa subunits (Salmi et al., 1998; Smith et al., 
1998). 
The amino acid sequence identity between human and mouse VAP-1 is 83 % (Bono 
et al., 1998). In immunohistological analyses human and mouse VAP-1 have very 
similar expression patterns, except VAP-1 is expressed in the peritubular capillaries of 
human kidneys and the sinusoidal endothelium of human liver, while mouse kidneys 
were negative and mouse liver was either negative or only faintly positive for VAP-1 
depending on the mouse strain (Bono et al., 1999). The molecular weight of mouse 
VAP-1 is 220 kDa, and it is composed of two 110 kDa subunits compared to 170-180 
kD/90 kDa in humans. The number of potential glycosylation sites is higher in mouse 
VAP-1 than in the human VAP-1 protein core – both six potential N- and O-
glycosylation sites in mouse compared to six and three potential sites respectively in 
humans. (Bono et al., 1998; Smith et al., 1998.) 
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2.3.5 VAP-1 is an ectoenzyme 
The cloning of human and mouse VAP-1 in 1998 revealed that VAP-1 did not share 
significant similarity with any other adhesion molecule known at the time, but 
interestingly VAP-1 shared significant identity with a family of enzymes called copper 
containing amine oxidases (Bono et al., 1998; Smith et al., 1998). Amine oxidases are 
enzymes that metabolize amines produced endogenously or absorbed as dietary or 
xenobiotic substances (Lyles, 1996; O'Sullivan et al., 2004). And indeed, VAP-1 
possesses monoamine oxidase (MAO) activity and moreover, this activity can be 
inhibited by semicarbazide and hydroxylamine, indicating that VAP-1 is a 
semicarbazide-sensitive amine oxidase (SSAO) (Smith et al., 1998). SSAO enzymes 
catalyze the oxidative deamination of primary amines to the corresponding aldehyde, 
which leads to the release of hydrogen peroxide and ammonium (Lyles, 1996; 
O'Sullivan et al., 2004). It is noteworthy, that VAP-1 is the only source of serum 
SSAO activity in mouse, and VAP-1 is also the major, if not the only, soluble SSAO 
accounting for serum monoamine oxidase activity in humans (Stolen et al., 2004; 
Stolen et al., 2005; Kurkijarvi et al., 2000). Comparing the SSAO activity of human 
and mouse VAP-1 reveals differences in substrate specificity: for example, mouse 
VAP-1 shows monoamine oxidase activity towards methylamine, tyramine, tryptamine 
and -phenylethylamine, whereas of these substrates, human VAP-1 only oxidizes 
methylamine (Bono et al., 1999). 
The crystallization and preliminary X-ray analysis of human VAP-1 was performed 
in 2003 (Nymalm et al., 2003). Besides similarities in protein sequence, the structure of 
VAP-1 is similar to other copper-containing amine oxidases (CAOs) consisting of 
three domains: namely D2, D3 and D4. The appearance of these molecules is described 
as mushroom- or heart-shaped. D4 is the most conserved region in CAOs and contains 
the active site. The sequence similarity between the human and mouse VAP-1 D4 
domain is 82,1 %. The D4 domain of human VAP-1 also shares sequence similarity 
with, for example, the bovine amine oxidase (82,5 % identity) and the Escherichia coli 
copper-containing amine oxidase (26,9 %). (Salminen et al., 1998.) Although the CAO 
structures are comparable, VAP-1 possesses unique features as well: the RGD motif 
and the transmembrane domain being the most noteworthy ones. (Salminen et al., 
1998; Airenne et al., 2005; Jakobsson et al., 2005.) 
In 2001 Salmi et al. showed that the catalytic activity of VAP-1 is connected to its 
adhesive function. This was the first time it was shown that an adhesion molecule can 
ectoenzymatically have an effect on an adhesion cascade. (Salmi et al., 2001.) Further 
evidence for the importance of the enzymatic activity of VAP-1 for its adhesive 
function was published in 2002 by Lalor et al. and in 2005 by Edwards et al., who 
showed that VAP-1 mediates the transendothelial migration of lymphocytes through 
cultured human hepatic sinusoidal endothelial cells in vitro in an SSAO dependent 
manner, and 2004 by Koskinen et al. when they demonstrated that VAP-1 mediates the 
rolling and transmigration of polymorphonuclear leukocytes on and through 
endothelial cells in a SSAO dependent manner (Lalor et al., 2002; Edwards et al., 
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2005; Koskinen et al., 2004). The oxidative reaction catalyzed by VAP-1 is also able to 
induce the expression of other molecules involved in the leukocyte extravasation 
cascade, for example MAdCAM-1 (Liaskou et al., 2011), E-selectin and P-selectin 
(Jalkanen et al., 2007). Furthermore, activation of VAP-1 on the liver endothelium 
upregulates ICAM-1 and E-selectin adhesion molecules and leads to secretion of the 
CXCL8 (IL-8) chemokine in a nuclear factor-κB dependent manner (Lalor et al., 
2007). 
2.3.6 Ligands of VAP-1 
The first reported counter receptor for VAP-1 on leukocytes was Sialic acid Ig-like 
lectin-10 (Siglec-10). Siglec-10, expressed on subsets of leukocytes including 
monocytes, eosinophils, B-cells and natural killer-like cells (Cao and Crocker, 2010), 
not only mediates the binding of lymphocytes to endothelial VAP-1, but it also acts as 
a substrate for VAP-1. (Kivi et al., 2009.) Later, also Siglec-9 was reported to be a 
ligand for VAP-1 (Aalto et al., 2011). Siglec-9 is expressed on, for example, 
neutrophils, monocytes and dendritic cells (Cao and Crocker, 2010). 
2.4 CLEVER-1 
In order to reveal novel migration-associated molecules in lymphatic endothelium 
Irjala et al. produced antibodies against efferent lymphatic vessels. Two of the 
produced antibodies recognized small lymphatic vessels, lymphatic sinusoids and 
HEVs in lymphoid tissues, and afferent lymphatic vessels in non-lymphoid tissues like 
bronchus, esophagus, heart, intestine, kidney, liver, lung and skin. The expression of 
this molecule was found to be upregulated on HEV-like vessels at sites of 
inflammation, but the expression was absent from peripheral blood leukocytes and also 
the blood vessel endothelia of non-lymphoid tissues in their normal state. Based on the 
expression profile the antigen was designated as common lymphatic endothelial and 
vascular endothelial receptor-1 (CLEVER-1). (Irjala et al., 2003b.) 
2.4.1 Structural characteristics of CLEVER-1 
CLEVER-1 is a large 270-300 kDa sialoglykoprotein that has at least three 
isoforms. A sequence analysis delineated that CLEVER-1 is a type I transmembrane 
protein containing two RGD motifs, 7 Fasciclin domains, 22 epidermal growth factor 
(EGF)-like repeats and a proteoglycan link homology region. (Irjala et al., 2003b.) 
2.4.2 CLEVER-1 mediates leukocyte adhesion 
In in vitro adhesion assays an antibody against CLEVER-1 inhibits lymphocyte 
adhesion to the vascular and lymphatic endothelium in lymphoid organs, and 
lymphocyte, monocyte and granulocyte adhesion to HEV-like vessels in inflamed non-
lymphoid tissues (Irjala et al., 2003b). Moreover, the antibody blocks adhesion of the 
cells of malignant cell-lines to both the lymphatic and the vascular endothelium (Irjala 
et al., 2003a). Studies using peripheral blood mononuclear cells and cultured lymphatic 
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and vascular endothelium have revealed that CLEVER-1 is involved in the 
transmigration step of the leukocyte adhesion cascade (Salmi et al., 2004). Recently it 
was shown that CLEVER-1 mediates lymphocyte transmigration, especially the 
transmigration of regulatory T cells, through cultured human hepatic sinusoidal 
endothelial cells (Shetty et al., 2011). Furthermore, CLEVER-1 is expressed in 
placental macrophages and mediates the transmigration of these cells through the 
vascular endothelium (Palani et al., 2011).  
2.4.3 CLEVER-1 is also known as Stabilin-1 and FEEL-1 
While the antigen recognized by antibodies 3-266 and 3-372 was named CLEVER-
1, an identical molecule was named Stabilin-1 and FEEL-1 (fasciclin, EGF-like, 
laminin-type EGF-like, and link domain-containing scavenger receptor-1). Stabilin-1 
was reported to be a MS-1 antigen and to be expressed in alternatively activated (type 
II) macrophages and sinusoidal endothelial cells in spleen (in human but not in mouse), 
liver and lymph nodes (Politz et al., 2002). Stabilin-1 is also expressed in bone marrow 
sinusoidal endothelial cells (Qian et al., 2009). When studied by Northern-blot analysis 
human aortic endothelial cell-line cells were reported to express Stabilin-1, whereas 
human umbilical vein endothelial cells did not express Stabilin-1 (Politz et al., 2002). 
FEEL-1 was first described by Adachi and Tsujimoto when they were searching for 
scavenger receptors in endothelial cells. With an expression cloning technique they 
cloned a receptor containing fasciclin, EGF-like, laminin-type EGF and link domains, 
and based on this domain structure named the molecule FEEL-1. FEEL-1 was found to 
be expressed in several tissues, prominently in spleen, lymph nodes and CD14 positive 
mononuclear cells in humans. FEEL-1 expression was also evident in endothelial cells 
such as human coronary arterial endothelial cells and human microvascular endothelial 
cells. And although human umbilical vein endothelial cells were stated to be Stabilin-1 
negative, Adachi and Tsujimoto detected FEEL-1 mRNA in these cells by RT-PCR. 
(Adachi and Tsujimoto, 2002.) In mouse, FEEL-1 expression is observed in liver, lung, 
heart, white adipose tissue, aorta, kidney, spleen and peritoneal macrophages by 
Northern-blot analysis (Tamura et al., 2003). 
FEEL-1 was reported to be a receptor for acetylated low density lipoprotein 
(acLDL) (Adachi and Tsujimoto, 2002) and for advanced glycation end products 
(AGEs) (Tamura et al., 2003). It was also shown to bind to Gram-negative and Gram-
positive bacteria. Moreover, in the in vitro Matrigel tube formation assay an anti-
FEEL-1 monoclonal antibody reduced cell-cell interactions suggesting a role for 
FEEL-1 in angiogenesis. (Adachi and Tsujimoto, 2002.) Like FEEL-1, Stabilin-1 has 
been reported to mediate the internalization of acLDL (Kzhyshkowska et al., 2005). 
Stabilin-1 transfected cells also actively take up oxidized low-density lipoprotein 
(oxLDL) (Li et al., 2011). In addition to acLDL and oxLDL, Stabilin-1 interacts with 
secreted protein acidic and rich in cysteine (SPARC) (Kzhyshkowska et al., 2006b) 
and placental lactogen (PL) (Kzhyshkowska et al., 2008) targeting these molecules to 
the endocytic pathway in macrophages. Furthermore, Stabilin-1 interacts with stabilin-
1 interacting chitinase-like protein (SI-CLP) in macrophages as part of the intracellular 
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sorting and lysosomal delivery of SI-CLP (Kzhyshkowska et al., 2006a). Recently, it 
was shown that Stabilin-1 mediates the clearance of damaged red blood cells in a 
phosphatidylserine dependent manner in type II macrophages (Park et al., 2009) and 
Stabilin-1 in hepatic sinusoidal endothelial cells enhances the phagosytosis of damaged 
red blood cells by macrophages (Lee et al., 2011). Using transfected cells, the 70 kDa 
heat shock protein (Hsp70) has also been shown to be a ligand for Stabilin-1 (Murshid 
et al., 2011). 
2.5 Adhesion molecules and cancer 
2.5.1 Inflammation and cancer 
In 2000 Hanahan and Weinberg proposed that the self-sufficiency in growth 
signals, disregard of growth-inhibitory signals, avoidance of apoptosis, unlimited 
replicative potential, sustained angiogenesis, and tissue invasion and metastasis are the 
six hallmarks of cancer (Hanahan and Weinberg, 2000). Later it was suggested that a 
seventh characteristic, namely inflammation, should be added to the list (Mantovani, 
2009; Pages et al., 2010). Evidently inflammation has been linked to cancer for a long 
time as chronic inflammation due to infection or autoimmune disease for instance often 
precedes tumor growth. However, there are exceptions, like psoriasis for instance that 
is rarely connected to cancers. While chronic inflammation facilitates neoplastic 
changes, the use of non-steroidal anti-inflammatory drugs may be protective. The 
second link between inflammation and cancer is provided by the fact that basically all 
tumors are infiltrated by immune cells. These immune cells, including for example 
macrophages, neutrophils, mast cells, myeloid derived suppressor cells, dendritic cells, 
natural killer cells and T cells, can either be protective and suppress tumor growth or 
then vice versa, promote tumor growth, invasion, metastasis and angiogenesis. 
(Nickoloff et al., 2005; Mantovani et al., 2008; Grivennikov et al., 2010; Egeblad et al., 
2010.) Although not listed as a hallmark of cancer in 2000 by Hanahan and Weinberg, 
inflammation is crucial to many of the hallmark events. In 2011 Hanahan and 
Weinberg published a new review on the hallmarks of cancer. In addition to the six 
previously stated hallmarks, they had added two enabling characteristics that make 
other features possible: the first enabling characteristic is tumor-promoting 
inflammation and the second is genome instability and mutation. Besides these two 
enabling characteristics, Hanahan and Weinberg also listed two emerging hallmarks: 
evading immune destruction and reprogramming energy metabolism. (Hanahan and 
Weinberg, 2011.) 
2.5.2 Metastasis 
Metastasis is a multistep process in which a malignant cell escapes the original 
tumor site, intravasates into lymphatic or blood vessels, survives in the circulation, 
extravasates at distant sites and starts to grow there. There are estimates that less than 
0,01 % of malignant cells that enter the circulation survive and finally form metastases. 
Still, metastases cause 90 % of cancer mortality. (Gupta and Massague, 2006; Joyce 
and Pollard, 2009; Nguyen et al., 2009; Grivennikov et al., 2010.) 
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Most malignant tumors form metastases organ-specifically. Although it has been 
debated whether malignant cell extravasation is caused by specific interactions 
between the tumor cell and the vessel wall or by size restricted entrapment, studies 
have shown that there are specific interactions that are mediated by adhesion molecules 
involved in the process. (Schluter et al., 2006.) For example 6-, 1- and 4-integrins 
mediate colon carcinoma cell adhesion and extravasation into the liver parenchyma and 
31-integrin mediates fibrosarcoma cell arrest to pulmonary vasculature and colony 
formation in the lungs (Enns et al., 2004; Wang et al., 2004). 
2.6 Adhesion molecules as therapeutic targets 
Leukocyte migration to inflamed tissues is fundamental to the normal immune 
response. However, the same mechanisms are involved in the pathogenesis of various 
conditions such as autoimmune diseases, ischemia – reperfusion injury, 
hypersensitivity reactions, transplant rejection as well as tumor metastasis. 
Conventional anti-inflammatory drugs, like corticosteroids, non-steroidal anti-
inflammatory drugs and chemotherapeutic agents have severe side-effects. Blocking 
the adhesion cascade by targeting adhesion molecules could provide more specific and 
effective solutions for cope with a misdirected, overly excessive and harmful 
inflammatory response in inflammatory disorders. (Gonzalez-Amaro et al., 1998; 
Ulbrich et al., 2003.) The versatility of adhesion molecules and their expression in 
particular subsets of cells as well as tissue-specific cell migration pathways (for 
example skin- and gut-associated) provide an opportunity for selective inhibition. 
However, too selective blocking might be ineffective and too broad blocking might end 
up to be overly immunocompromising (Luster et al., 2005; Mackay, 2008). Adhesion 
molecules can be targeted in many ways, for example by function blocking monoclonal 
antibodies or small-molecule inhibitors (Ulbrich et al., 2003; Mackay, 2008; Mousa, 
2008). Since monoclonal antibodies were used in this study, the next paragraphs will 
focus on monoclonal antibody –based therapies for inflammatory disorders. 
2.6.1 Therapeutic antibody Tysabri - Natalizumab 
The first example of a monoclonal antibody based therapy is Natalizumab, a 
recombinant humanized monoclonal anti-4 integrin antibody, for the treatment of 
highly active relapsing-remitting multiple sclerosis (MS). MS is a chronic 
inflammatory disease, which damages the myelin sheath surrounding nerve fibres in 
the central nervous system leading to physical and cognitive disability (Rice et al., 
2005; Ontaneda et al., 2012). 
The 4 subunit of integrins forms heterodimers with 1 and 7 subunits, and is 
expressed predominantly in lymphocytes, monocytes, eosinophils and basophils. 4 
integrins bind for example VCAM-1, MAdCAM-1, fibronectin, osteopontin and 
thrombospondin. (Rice et al., 2005.) In 1992 Yednock et al. showed that an antibody 
against 4 integrin blocked the binding of monocytes and lymphocytes to inflamed 
vessels in brain tissue in an in vitro binding assay, and prevented the onset or 
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decreased the severity of the disease in an in vivo inflammation model mimicking 
human multiple sclerosis. The authors hypothesized that a therapy based on blocking 
the function of 4 integrin may be effective in treating inflammatory diseases of the 
central nervous system. (Yednock et al., 1992.) Subsequent studies confirmed the 
therapeutic effect of 4 integrin targeting (Rice et al., 2005). Results of a six-month 
phase II trial using a humanized monoclonal antibody against 4 integrin 
(Natalizumab) were promising: following treatment there was a reduction in the 
number of inflammatory brain lesions in magnetic resonance imaging (MRI) scans and 
a decrease in the number of relapses, additionally the treatment was tolerated well, 
although there was a trend towards an increased rate of infections in treated patients 
(Miller et al., 2003). In 2006 Polman et al. reported the results of a two-year phase III 
trial with Natalizumab. In this trial, the treatment decreased the mean number of 
gadolinium-enhanced lesions over 90 %, and new or expanding T2-hyperintense 
lesions over 83 %. Moreover, treatment brought an almost 70 % relative reduction to 
the rate of relapses. Fatigue and allergic reactions were more common in Natalizumab 
treated patients than in the control group, but there were no statistically significant 
differences in the rate of infections. The numbers of lymphocytes, monocytes, 
eosinophils and basophils, but not neutrophils, were elevated after Natalizumab 
therapy. (Polman et al., 2006.) Interferon- (IFN-) and glatiramer acetate, which have 
been used for the treatment of MS for over a decade now, have a fairly modest effect 
on relapse rate and disability progression. In IFN- and glatiramer acetate trials the 
reduction in the rate of relapses has been approximately 30 % compared to a placebo 
treatment. (Hutchinson, 2010; Kieseier and Stuve, 2011.) Compared to these former 
drugs used for MS, Natalizumab seems to be more effective as a disease modifying 
drug. 
The United States Food and Drug administration (FDA) approved an antibody 
against 4 (the trade name Tysabri, the active ingredient Natalizumab, manufactured 
by Biogen Idec) for treatment of patients with relapsing forms of MS in November 
2004 and European Medicines Agency (EMA) approved it in June 2006 (FDA, 2012; 
EMA, 2012). 
The FDA suspended the marketing of Tysabri in February 2005 due to three cases 
of progressive multifocal leukoencephalopathy (PML) in patients receiving the drug. 
Two of these cases were fatal. However, the FDA re-approved Tysabri one year later 
and the regulations were redefined such that Tysabri is administered only to patients 
that fail to respond to other treatments, like interferon-, or to patients that have a 
highly active form of MS. (FDA, 2012.) 
PML is a severe infection of the central nervous system caused by the reactivation 
of the John Cunningham (JC) virus, and which usually leads to severe disability or 
death (Bosch et al., 2011; Weissert, 2011). Since the re-approval of Tysabri new cases 
of PML have been reported and the duration of the treatment seems to correlate with 
the risk of developing PML. The overall risk estimates for PML vary between 1:500 
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and 1:1000, though according to the most extreme estimates the risk is as high as 
1:100. (Miravalle and Corboy, 2010; Aly et al., 2011; Ontaneda et al., 2012; Schwab et 
al., 2011.) 
In the beginning of 2008 Tysabri was also approved by the FDA for the treatment 
of moderately to severely active Crohn’s disease, an inflammatory bowel disease, in 
adult patients who aren’t responding to TNF- inhibitors or other conventional 
therapies for Crohn’s disease. In Europe the marketing authorisation for Natalizumab 
for the treatment of Crohn’s disease was refused, due to the risk of serious infections 
including PML. (FDA, 2012; EMA, 2012.) 
2.6.2 Therapeutic antibody Raptiva - Efalizumab 
A second example of a monoclonal antibody based therapy is Efalizumab, a 
recombinant humanized monoclonal antibody against the CD11a subunit of LFA-1, for 
the treatment of moderate to severe plaque psoriasis. Plaque psoriasis is the most 
prevalent type of psoriasis, a chronic inflammatory disorder affecting the skin. In 
plaque psoriasis dermal inflammation and epidermal hyperproliferation result in red 
patches and scaly areas in the skin. (Wellington and Perry, 2005.) 
Like Natalizumab, Efalizumab also targets integrins. LFA-1 comprises of L and 
2 integrin subunits (CD11a and CD18) and is expressed on all leukocytes apart from 
some macrophages (Springer et al., 1987). ICAM-1 is the major ligand for LFA-1, but 
LFA-1 also binds for example to other ICAM family members: ICAM-2, ICAM-3, 
ICAM-4 and ICAM-5. Besides ICAMs, also for instance JAM-A is a ligand for LFA-
1. LFA-1 mediated interactions have a role in cell activation, leukocyte trafficking and 
antigen presentation. (Springer et al., 1987; Giblin and Lemieux, 2006.) The first 
studies using an anti-CD11a antibody called hu1124 to treat psoriasis were published 
between 1999 and 2001 (Bauer et al., 1999; Gottlieb et al., 2000; Papp et al., 2001). 
Even a single dose ranging from 0,3 to 10 mg/kg decreased epidermal thickness, the 
number of dermal and epidermal T cells in plaques, the expression of ICAM-1, and the 
Psoriasis Area and Severity Index (PASI) score (a rating for scaling, erythema and 
thickness of plaques) (Gottlieb et al., 2000). In the phase II study weekly infusions of 
hu1124 were administered for an 8 week time period at two different doses (0,1 mg/kg 
and 0,3 mg/kg) to patients with moderate to severe plaque psoriasis to evaluate its 
safety, pharmacodynamics and efficacy compared to a placebo. The higher dose (0,3 
mg/kg) showed statistically significant improvements in the same aspects as the single 
dose in the phase I study described above. Furthermore, following the anti-CD11a 
antibody treatment no keratin 16 expression in suprabasal keratinocytes was observed, 
whereas keratin 16 expression was associated with hyperproliferative states in all 
epidermis biopsies collected from the placebo treated patients. The Anti-CD11a 
antibody treatment led to an increased number of circulating lymphocytes. After the 
first infusion, adverse events, like headache, fever, nausea, vomiting, back pain etc, 
were observed more frequently in the treatment group than in the placebo group. 
Overall, adverse effects were generally mild in severity and their incidence decreased 
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with subsequent doses to the same level as in the placebo group. (Papp et al., 2001.) 
The long-term efficacy of the anti-CD11a antibody treatment with weekly 
subcutaneous injections was associated with further reductions in disease severity, the 
incidence of adverse events did not increase over time, the incidence of infections was 
not significantly different compared to the placebo-treatment and serious infections 
requiring hospitalization occurred in 1,1 % of the patients during the anti-CD11a 
antibody treatment versus 0,3 % in the placebo treated group (Frampton and Plosker, 
2009). 
The FDA approved an antibody against CD11a (the trade name Raptiva, the active 
ingredient Efalizumab, manufactured by Genentech) for adult patients with chronic, 
moderate to severe plaque psoriasis in October 2003 and the European Medicines 
Agency approved Raptiva (Serono Europe Ltd) in September 2004. However, in 2009 
Raptiva was voluntarily withdrawn from the U.S. market by Genentech and from the 
European Union by Serono Europe Ltd due to an increased risk of PML. (FDA, 2009; 
EMA, 2009.) 
Both of these above described antibody therapies, Tysabri and Raptiva, are 
effective in preventing a harmful immune response, but are also associated with an 
increased risk of PML, although the overall risk of infections is not increased 
significantly during the treatment. Nevertheless, the cases of PML show that there is a 
risk of pitfalls when the normal immune defence is compromised.  
 
 Aims of the Study  27 
3. AIMS OF THE STUDY 
Leukocyte migration to inflamed areas is fundamental for eliminating infections. 
However, the mechanisms that guide leukocytes to sites of inflammation are also 
involved in pathological conditions such as autoimmune diseases and tumor metastasis. 
Moreover, tumors are infiltrated by leukocytes, and these leukocytes may either 
promote or prevent the growth of the tumor. This study was designed to elucidate the 
significance of two adhesion molecules, VAP-1 and CLEVER-1, in physiological and 
pathological conditions, and to evaluate the use of antibodies against these molecules 
as pharmaceuticals. The study also estimates the safety of the antibody treatment, since 
targeting leukocyte migration may have unwanted side-effects on the normal immune 
response. 
The specific aims of the present study were: 
I. To illustrate the significance of VAP-1 in leukocyte migration into the 
inflamed tissue and to evaluate VAP-1 as a potential target for anti-
inflammatory therapy. 
II. To examine the role of CLEVER-1 in cell traffic to the draining lymph 
nodes, and to elucidate the significance of CLEVER-1 in leukocyte 
migration to inflamed areas. 
III. To investigate the function of CLEVER-1 in tumor growth and 
dissemination, as well as to evaluate the targeting of CLEVER-1 as a form of 
cancer therapy. 
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4. MATERIALS AND METHODS 
4.1 Animals (I-III) 
The mice and rabbits used in the experiments were bred under specific pathogen-
free conditions in the Central Animal Laboratory of the University of Turku, Turku, 
Finland. All the experimental procedures were approved by an ethical committee 
(Committee for Animal Experimentation, University of Turku, Turku, Finland). The 
animal strains and descriptions are listed in table 1. 
Table 1. Animal strains used in the experiments 
animal strain description origin used in 
Balb/C mouse wild type local colony (Central Animal 
Laboratory of the University of 
Turku, Finland) 
I, II 
C57BL/6J mouse wild type local colony (Central Animal 
Laboratory of the University of 
Turku, Finland) 
III 
NOD mouse non obese diabetic Bomholtgård, Denmark I 
NZW rabbit New Zealand white  Lidköpings Kaninfarm, Sweden II 
SCID mouse severe combined 
immunodeficiency affecting T 
and B cell development 
Charles River, Germany III 
SCID/beige mouse severe combined 
immunodeficiency affecting T 
and B cell development + 
diminished NK cell and 
macrophage activity  
Taconic, Denmark III 
 
4.2 Antibodies (I-III) 
The 7-88, 7-106 and 7-188 antibodies were generated by immunizing rats three 
times at one-week intervals with homogenized vessels connected to mouse peripheral 
lymph nodes and incomplete Freund’s adjuvant suspension (in I). After immunization, 
popliteal lymph node lymphocytes were fused with SP2/0 myeloma cells. Hybridoma 
supernatants were screened by immunohistochemistry on frozen sections of mouse 
peripheral lymph nodes and small intestines. Antibodies 7-88, 7-106 and 7-188 showed 
a VAP-1-like staining pattern and further analysis revealed reactivity against mouse 
VAP-1 in transfected Chinese hamster ovary (CHO) cells expressing VAP-1.  
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The primary and conjugated antibodies used in this study are listed in table 2. For 
those antibodies that were not conjugated with a fluorescent label, fluorescein 
isothiocyanate (FITC) conjugated anti-rat IgG (Sigma), anti-rabbit IgG (Sigma), anti-
mouse IgG (Sigma) or peroxidase conjugated anti-rat Ig (Dako) was used as secondary 
antibody; and for those that were conjugated with biotin, Streptavidin Alexa Fluor 546 
(Invitrogen) was used. 
Table 2. Antibodies used in the experiments 
antibody antigen conjugate source / reference used in 
2E8 (neg co) unknown - Own hybridoma I 
3G6 (neg co) chicken T cells - (Salmi and Jalkanen, 
1992) 
III 
3-372 human CLEVER-1 - / biotinylated with 
Biotin-NHS 
(Calbiochem) 
(Irjala et al., 2003b) II, III 
5D3 mouse macrophage 
mannose receptor 
- (Martinez-Pomares 
et al., 2003) 
III 
7-88 mouse VAP-1 - I I 
7-106 mouse VAP-1 - I I 
7-188 mouse VAP-1 - I I 
9-11 human (mouse) 
CLEVER-1 
- (Palani et al., 2011) III 





mouse CLEVER-1 - / biotinylated with 
Biotin-NHS 
(Calbiochem) 
(Schledzewski et al., 
2006) 
II, III 
CD3 mouse CD3 PE BD Biosciences 
Pharmingen 
III 
CD4 mouse CD4 Alexa Fluor 647 BD Biosciences 
Pharmingen 
II 
CD4 mouse CD4 PE Caltag I, III 
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CD8 mouse CD8 PE Caltag I, III 
CD8a mouse CD8a (Ly-2) PerCP-Cy5.5 BD Biosciences 
Pharmingen 
II 
CD11a mouse integrin L 
chain / LFA-1  
chain 
FITC BD Biosciences 
Pharmingen 
I 
CD31 PECAM-1 - BD Biosciences 
Pharmingen 
III 
CD44 mouse CD44 (Pgp-1, 
Ly-24) 
FITC BD Biosciences 
Pharmingen 
I 
CD45 mouse CD45 PE BD Biosciences 
Pharmingen 
III 
CD45R mouse B220 
(PTPRC) 
Pacific Blue BD Biosciences 
Pharmingen 
II 
CD45RB mouse CD45RB 
(16A, C363.16A) 
FITC BD Biosciences 
Pharmingen 
I 
CD49d mouse integrin 4 
chain 
FITC BD Biosciences 
Pharmingen 
I 
CD62L mouse L-selectin 
(LECAM-1, Ly22) 
FITC BD Biosciences 
Pharmingen 
I 
FoxP3 mouse FoxP3 Biotin eBioscience III 
FoxP3 mouse FoxP3  PE (mouse 
regulatory T cell 
staining kit) 
eBioscience II 
HB-151 (neg co) human HLA-DR5 - ATCC hybridoma I 
Hermes-1 (9B5) 
(neg co) 
human CD44 - (Jalkanen et al., 
1986b) 




- (Leppink et al., 1989; 
Hallmann et al., 
1995) 
III 
MECA-79 mouse and human 
PNAd 
- (Streeter et al., 1988) II 
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NS-1 (neg co) unknown - ATCC hybridoma II, III 
SPARC mouse SPARC - R&D Systems III 
 
4.3 Immunohistochemistry (I-III) 
Acetone-fixed frozen tissue sections were incubated with primary antibodies for 20 
minutes. Sections were washed twice with phosphate-buffered saline (PBS), and the 
secondary antibody in 5 % normal mouse serum was added for 20 minutes. After 
washings with PBS, the sections stained with fluorescent dyes were mounted with 
Prolong Antifade (Molecular Probes, Oregon, USA) and covered with coverslips. To 
the peroxidase stained sections, 3’3’diaminobenzidine hydrochloride containing 0,03 
% hydrogen peroxide was added for 3 minutes and then the sections were 
counterstained with hematoxylin. The intensity of the immunohistochemistry stainings 
was analyzed using the ImageJ software. 
Tissue sections from mice treated with an intravenous injection of the 7-88 or the 
HB-151 antibody (in I) were stained only with the secondary antibody, FITC-
conjugated anti-rat IgG, in 5 % normal mouse serum. 
For regulatory T cell stainings, sections were fixed with paraformalehyde and 
stained with anti-FoxP3 as a primary antibody, peroxidase-conjugated rabbit anti-rat Ig 
as a secondary antibody, followed by 3’3’diaminobenzidine hydrochloride containing 
0,03 % hydrogen peroxide and hematoxylin counterstaining (in III). 
4.4 In vivo homing studies 
4.4.1 Rabbit model of lymphocyte migration via lymphatics (II) 
Spleens and popliteal lymph nodes were harvested from two New Zealand white 
(NZW) rabbits and homogenized through a wire gauze to obtain singe cell suspensions. 
After hypotonic lysis of erythrocytes from the splenic cell suspension, cells were 
labelled for 20 minutes with the fluorescent dye carboxyfluorescein succinimidyl ester 
(CFSE) (0,5 µM, Molecular Probes) at 37 ºC. Labelled cells were washed three times 
with culture medium (RPMI 1640 supplemented with 10 % FCS, 1 % 4 mM L-
glutamine, and 0,128 % penicillin/streptomycin) and resuspended into RPMI 1640. 
Recipient rabbits were treated intravenously either with the 3-372 anti-CLEVER-1 
antibody or an NS-1 control antibody (n = 7 + 7, 2 mg/kg). The antibody treatment was 
repeated 24 hours after the first antibody injection, and followed by subcutaneous 
injection of labelled cells (40 x 106) into the right hind footpads at the 30-hour time-
point. At the 43-hour time-point popliteal lymph nodes were collected from recipient 
rabbits and half of the lymph nodes were frozen for histological analyses and the other 
half was homogenized for flow cytometric analyses (FACSCalibur; BD Biosciences, 
California, USA). 
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4.4.2 Rabbit model of malignant cell migration via lymphatics (III) 
Rabbits were treated intravenously either with the 3-372 antibody or the NS-1 
control antibody (n = 8 + 9, 2 mg/kg). The antibody treatment was repeated the 
following day. KCA human lymphoma cells were labelled with the CFSE fluorescent 
dye in a similar manner as the lymphocytes in the rabbit model of the lymphocyte 
migration experiment (4.4.1). KCA human lymphoma cells (40 x 106) were injected 
subcutaneously into the rabbit footpads with 0,5 mg of antibodies. Twenty-four hours 
after the cell transfer (at the 48-hour time-point), popliteal lymph nodes were collected 
and homogenized to analyze the migrated cells. 
4.4.3 Mouse model of lymphocyte migration via lymphatics (II) 
Peripheral and mesenteric lymph nodes and spleens were harvested from Balb/C 
mice and homogenized through a wire gauze to obtain singe cell suspensions. After 
hypotonic lysis of erythrocytes from the splenic cell suspension, lymphocytes were 
labelled with the CFSE fluorescent dye in a similar manner as the lymphocytes of 
rabbits (4.4.1). Thereafter, 20 x 106 cells were injected subcutaneously into the mice 
hind leg footpads. Two hours before cell injection recipient mice were treated 
subcutaneously either with an anti-Stabilin-1 antibody against mouse CLEVER-1 or 
the NS-1 control antibody (n = 10 + 10, 50 µg/mouse). Twelve hours after the 
lymphocyte injection, popliteal lymph nodes were collected from the recipient mice 
and homogenized to obtain single cell suspensions. Cell suspensions were stained for 
20 minutes with Alexa Fluor 647 –conjugated anti-mouse CD4, PerCP-Cy5.5 –
conjugated anti-mouse CD8a and Pacific Blue anti-mouse B220 (10 µg/ml). Cell 
suspensions were analysed for the percentage of migrated CFSE positive cells and for 
the percentage of CFSE+/CD4+, CFSE+/CD8+ and CFSE+/B220+ lymphocytes by 
LSRII flow cytometry (BD Biosciences). 
4.4.4 Mouse model of lymphocyte homing assay via HEV (II) 
Recipient Balb/C mice were treated intravenously either with the anti-Stabilin-1 
antibody or the NS-1 control antibody (n = 8 + 8, 100 µg/mouse). Lymphocytes were 
isolated and labelled with the CFSE fluorescent dye as described above. Then, 20 x 106 
cells were injected into the mice tail veins. Eighteen hours after the lymphocyte 
injection peripheral and mesenteric lymph nodes, blood, spleen and Peyer’s patches 
were collected and homogenized. Cells were stained and analyzed as described in the 
mouse model of lymphocyte migration via lymphatics (4.4.3). 
4.5 Peritonitis model (I, II) 
Mild inflammation was induced in the peritoneal cavity by intraperitoneal injection 
of 1 ml of PBS containing 5 % of the proteose peptone and 10 ng of interleukin-1. One 
hour later Balb/C mice were treated intravenously with the 7-88 (n = 4), 7-106 (n = 5), 
7-188 (n = 5), HB-151 control (n = 5) antibody (200 µg/mouse) or pooled anti-VAP-1 
antibodies (7-88, 7-106 and 7-188 together, n = 8, 100 µg of each antibody/mouse) (in 
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I) and anti-Stabilin-1 (n = 10) or NS-1 control (n = 11) antibody (100 µg/mouse in II). 
The antibody treatment was repeated 4 hours later (in I). After 18 hours of induction of 
inflammation, cells were harvested from the peritoneal cavities by flushing the cavity 
with 10 ml of RPMI 1640 containing 5 U/ml of heparin (Løvens Kemiske Fabrik, 
Denmark). The total cell number was counted from the lavage fluids, and leukocyte 
subtypes were analyzed after Diff-Quick staining (Reastain; Reagena, Finland). 
4.6 Air pouch inflammation model (I) 
Air pouches were produced under the dorsal skin of Balb/C mice with a 
subcutaneous injection of 5 ml of filtered air (Millex-GV filter unit; Millipore, Ireland) 
and re-inflated with 3 ml of filtered air the following day. On the third day 1 ml of 
RPMI 1640 containing 1 µg/ml CCL-21 (chemokine (C-C motif) ligand 21, SLC, 
mouse 6Ckine; R&D Systems, Minnesota, USA) and 50 µg/ml bovine serum albumin 
(BSA) was injected into the air pouches. Mice were treated with the 7-88, 7-106, 7-
188, HB-151 antibody (n = 5 mice / group, 200 µg/mouse) or pooled anti-VAP-1 
antibodies (n = 5, 100 µg of each antibody/mouse) 5 and 9 hours after the CCL-21 / 
BSA injection. Cells were flushed from the pouches 23 hours after the CCL-21 / BSA 
injection with 5 ml of RPMI 1640 containing 5 U/ml heparin and counted. Leukocyte 
subtypes were analyzed with Diff-Quick staining. 
4.7 Diabetes mellitus (I) 
Female non-obese diabetic (NOD) mice, that are susceptible to spontaneous 
development of insulin dependent diabetes, were treated with intraperitoneal injection 
of either the 7-88 (n = 21) or the HB-151 (n = 15) antibody (100 µg/mouse) or PBS 
alone (n = 14, 100 µl/mouse). Treatments were started at three weeks of age and 
continued twice per week until 30 weeks of age (or until diabetes occurred). Urinary 
glucose was measured weekly (Glukotest; Roche Diagnostics GmbH, Germany). In the 
case of elevated urine glucose levels, blood glucose was measured (MediSense 
Precision Xtra Plus; Abbott Laboratories MediSense, United Kingdom). 
For phenotypic analyses female NOD mice were treated from 3 weeks of age until 
13 weeks of age twice per week with either the 7-88 or HB-151 antibodies. Mesenteric 
and pancreatic lymph nodes and spleens were collected and homogenized with glass 
homogenizers into single cell suspensions. Cell suspensions were stained with 
phycoerythrin-conjugated anti-CD8 or -CD4 and FITC-conjugated anti-CD11a, -
CD44, -L-selectin, -4, -CD45RB or rat IgG. Stained samples were analyzed with 
FACScan flow cytometry and the CellQuest software (BD Biosciences). 
4.8 Immunization (II) 
Balb/C mice were immunized with subcutaneous injections to the hind leg footpads 
with 50 µg ovalbumin (Albumin, Chicken egg; Sigma, Germany) in Incomplete 
Freund’s adjuvant (Sigma). Immunizations were repeated on day 7 and 14. Mice were 
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treated one hour before the first immunization by a subcutaneous injection of the anti-
Stabilin-1 antibody or the NS-1 control antibody (50 µg/mouse, n = 6 + 6) at the site of 
immunization, and intraperitoneally three times per week (100 µg/mouse). On day 17 
the mice were sacrificed and their popliteal lymph nodes, inguinal lymph nodes and 
spleens were collected. Cells were isolated for flow cytometric analyses and for a 
proliferation assay. 
For analyzing leukocyte subtypes cells were stained with Alexa Fluor 647 –
conjugated anti-mouse CD4, PerCP-Cy5.5 –conjugated anti-mouse CD8a and Pacific 
Blue anti-mouse B220 (10 µg/ml) for 20 minutes. In addition, the amount of FoxP3 
positive regulatory T-cells was determined using a mouse regulatory T cell staining kit. 
Stained cells were analyzed with LSRII flow cytometry. 
In the proliferation assays T cells (2x105) were co-cultured with increasing 
concentrations (0 – 2 mg/ml) of ovalbumin in complete medium (RPMI 1640 
supplemented with 10 % FCS, 20 mM L-glutamine, 5x10-5 M 2-mercaptoethanol, 
penicillin/streptomycin) for 3 days. For thymidine incorporation 3H-thymidine (1 µCi) 
was added for the final 6 hours. Cells were harvested with a plate harvester (Tomtech; 
Fisher Scientific, New Hampshire, USA), and the incorporated thymidine was 
measured with a beta-counter (1450 Microbeta counter; Wallac, Finland). 
Antigen-specific immunoglobulin titers were assayed from mice serum with ELISA 
using microtiter plates coated with ovalbumin and a peroxidase-conjugated anti-mouse 
IgG subclass and IgM specific reagents as described in Boyle et al., 1997. 
4.9 Bacterial infection (II) 
Balb/C mice were treated intravenously either with the anti-Stabilin-1 antibody or 
the AK-1 control antibody (n = 6 + 5, 200 µg/mouse). Staphylococcus aureus Xen36 
(Xenogen/Caliper Life Sciences, California, USA) were grown in Trypticase Soy 
Broth until an absorbance of 0,5 at 600 nm was reached corresponding approximately 
1,0x108 cfu/ml of S. aureus. Then 5 ml of bacterial culture per mouse was pelleted and 
injected subcutaneously into the right hind leg footpad of mice under anesthesia. The 
viable bacterial counts in the footpads were followed using the IVIS50 
bioluminescence imaging system (Xenogen/Caliper Life Sciences) at time points 10 
min, 30 min, 2 h, 4 h, 6 h, 8 h and 24 hours. 
4.10 Vascular integrity (II) 
Mice were treated intravenously either with the anti-Stabilin-1 antibody or the NS-1 
control antibody (n = 3 + 3, 100 µg/mouse). Twenty hours later 70 kDa FITC-dextran 
(25 mg/kg, Invitrogen Molecular Probes) was injected intravenously and allowed to 
circulate for 5 minutes. Lymph nodes, heart, liver, gut, lung, spleen, kidney and 
pancreas were collected and vascular leakage was studied using an Olympus BX60 
microscope. 
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4.11 Tumor models (III) 
C57BL/6J, SCID and SCID/beige mice were injected either with the anti-Stabilin-1 
antibody or the NS-1 control antibody subcutaneously into the ear lobe (50 µg/mouse). 
The next day, EL-4 lymphoma cells (5 x 106) were injected into the antibody treated 
ear lobe of C57BL/6J mice (n = 10 in anti-Stabilin-1 and 11 in control antibody group) 
and B16-F10-luc-G5 melanoma cells (4 x 105) (Xenogen) were injected into the 
antibody treated ear lobe of C57BL/6J, SCID and SCID/beige mice (n = 12/antibody 
group, 14/antibody group and 11/antibody group, respectively). Mice were treated 
intraperitoneally every third day with the anti-Stabilin-1 or the NS-1 control antibody 
(100 µg/mouse). Tumor development was followed until day 14. The growth of the 
lymphoma was measured with a Mitutoyo electronic caliper and the melanoma by 
measuring luciferace bioluminescence after a substrate D-luciferin (150 mg/kg) 
injection with the IVIS imaging system (Xenogen). 
In the treatment model, the intraperitoneal antibody therapy was not started until 
three days after the B16-F10-luc-G5 melanoma cell (1 x 106) injection to the C57BL/6J 
mice and tumor development was followed until day 14 (n = 12/antibody group) or 20 
(n = 6/antibody group). 
4.12 In vitro assays 
4.12.1 In vitro adhesion assay (I-III) 
Frozen tissue sections from the lymph nodes and pancreas of mice were pre-treated 
under rotary conditions (60 rpm) with antibodies (7-88, 7-106, 7-188, 2E8 or HB-151) 
for 30 minutes at +7 ºC. Lymphocytes were isolated from mesenteric lymph nodes and 
added for another 30 minutes to tissue sections in rotation. After incubation adherent 
cells were fixed with 1 % glutaraldehyde and the number of lymphocytes bound to 
HEVs was counted (in I). 
In a similar adhesion assay, melanomas of mice were collected, minced and treated 
with a collagenase D digestion (1 mg/ml, +37 ºC, 40 min). Tumor infiltrating 
leukocytes were purified using a PE conjugated anti-CD45 antibody and a EasySep 
mouse PE selection kit for magnetic cell sorting (Stem Cell Technologies, France). 
CD4+ T-cells were purified from the mouse blood using the EasySep mouse CD4 T 
cell pre-enrichment kit. Isolated tumor infiltrating leukocytes and blood CD4+ T-cells 
were added to the frozen tissue sections of melanomas that were collected either from 
anti-Stabilin-1 antibody or control antibody treated mice (in III). 
Moreover, frozen sections of lymph nodes were treated either with the anti-Stabilin-
1 or control antibodies. Thereafter, lymphocytes isolated from lymph nodes of mice 
were added to the sections. The sections were incubated with the lymphocytes for 15 
min in static conditions, 5 min in rotation and finally 15 min in static conditions. 
Adherent cells were fixed and the number of lymphocytes bound to the lymphatic 
sinuses was counted (in II) 
36 Materials and Methods  
4.12.2 In situ apoptosis assay (III) 
For the detection of apoptosis in tumor tissue sections from mice treated either with 
the anti-Stabilin-1 or the control antibody the TACS 2 TdT Blue Label in situ 
apoptosis kit (Trevigen) was used according to the manufacturer’s instructions and the 
number of apoptotic cells per field was counted. 
4.12.3 Immune array qPCR (III) 
B16 melanoma cells (4 x 105) were injected subcutaneously into the shaved 
abdominal area of C57BL/6J mice. Mice were treated either with the anti-Stabilin-1 or 
the AK-1 control antibody (n = 6 + 6, 300 µg/mouse) every other day. On day 14 
tumors were collected, and tumor infiltrating leukocytes were isolated with the anti-
CD45 antibody and EasySep kit as described in the in vitro adhesion assay paragraph 
(4.12.1). Total RNA was isolated from the CD45 positive and negative cell populations 
using the Nucleospin RNA II kit (Macherey-Nagel) and reverse-transcribed using the 
iScript cDNA Synthesis kit (BioRad). Equal amounts of sample were loaded into 
TaqMan Mouse Immune Array Microfluidic Cards (Applied Biosystems) and run 
using a 7900HT Fast Real-Time PCR System (Applied Biosystems). The results were 
normalized using 18S RNA as an endogenous control and analyzed with the SDS 2.3 
and DataAssist v3.0 software using relative quantification. 
4.12.4 Co-cultures of monocytes/macrophages and melanoma cells (III) 
Melanoma cells (50 000 cells/well) were cultured in a 12-well plate (Corning). 
Monocytes were isolated from mouse blood with Ficoll-Paque and macrophages were 
collected from mouse peritoneum. Monocytes and macrophages were added onto the 
transwells containing transparent polyester membranes (0,4 µm pore size) on the top of 
melanoma cell wells. The anti-Stabilin-1 or the 3G6 control antibody (20 µg/ml) was 
added to the B16 culture medium (Thermo Scientific Hyclone MEM/EBSS containing 
10 % FCS, 0,2 % penicillin/streptomycin, 1 % L-glutamine, 1 % MEM vitamins, 1 % 
sodium pyruvate and 1 % NEAA). On day 3 and 7, monocytes and macrophages on the 
membranes were fixed with methanol and stained with the 5D3 mannose receptor 
antibody, the 9-11 anti-CLEVER-1 antibody or the 9B5 negative control antibody as 
the primary antibodies, and the FITC anti-rat Ig as the secondary antibody. 
4.13 Statistical analyzes (I-III) 
For statistical analyses Student’s t-test was used for the in vitro adhesion assays and 
the immunization model, Student’s t-test and the Mann-Whitney U test for the in vivo 
homing assays and the tumor models, Student’s t-test and analysis of variance with 
Bonferroni’s multiple comparison test in the peritonitis and air pouch models, Kaplan-
Mayer and log rank tests in the diabetes model. 
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5. RESULTS AND DISCUSSION 
5.1 VAP-1 is a potential target for anti-inflammatory therapies (I) 
Function blocking antibodies that recognize mouse VAP-1 were produced to study 
the significance of VAP-1 in vivo. These new antibodies stained HEVs in lymph nodes 
and a subset of vessels in the heart, kidney, lung, pancreas, and spleen for example. 
Moreover, in the in vitro adhesion assay the new anti-VAP-1 antibodies decreased the 
binding of lymphocytes to the lymph node sections. 
5.1.1 Anti-VAP-1 antibody treatment decreases granulocyte migration to the 
inflamed peritoneal cavity (I) 
To study the role of VAP-1 in leukocyte migration to the sites of inflammation, 
peritonitis was induced with proteose peptone and IL-1, and then the mice were treated 
with anti-VAP-1 antibodies. The total leukocyte number in the inflamed peritoneal 
fluid was 6,0 ± 0,6 x 106 in mice treated with the control antibody. The anti-VAP-1 
antibody treatment decreased the cell number in the inflamed peritoneal cavity, since 
the mice which were treated with the anti-VAP-1 antibody pool (7-88, 7-106 and 7-188 
together), had 28 % less leukocytes in their peritoneal cavity. And the 7-88, 7-106 and 
7-188 antibodies reduced the cell number by 28 %, 36 % and 23 % respectively. 
The most frequent cell type in the inflamed peritoneal fluid was granulocytes. Like 
total leukocyte number, the 7-106 anti-VAP-1 antibody was the most efficient 
treatment for decreasing the number of granulocytes by 51 % compared to the control 
antibody treated mice. The anti-VAP-1 antibody pool, and the 7-88 and 7-188 
antibodies inhibited the number of granulocytes by 26 %, 29 % and 23 % respectively. 
The decrease in granulocyte migration to the inflamed peritoneal cavity is in line 
with previous in vitro studies: it has been shown that the anti-VAP-1 antibody inhibits 
granulocyte binding to, for example, cardiac vessels of ischemic hearts in the in vitro 
adhesion assay (Jaakkola et al., 2000a). 
5.1.2 Anti-VAP-1 treatment inhibits monocyte migration to the inflamed area in 
the air pouch model (I) 
The role of VAP-1 was also studied in another acute inflammation model, the air 
pouch model, where the CCL-21 chemokine is used to attract leukocytes into the air 
pouch. In our model, mice treated with the control antibody had 1,8 ± 0,3 x 106 cells in 
their pouches. In mice that were treated with the anti-VAP-1 antibody pool, and the 7-
88, 7-106 and 7-188 antibodies the migration of cells to the pouches was decreased by 
52 %, 44 %, 59 % and 12 %, respectively, compared to the control. 
The majority of the infiltrating leukocytes in the CCL-21 induced air pouch model 
were monocytes. Blocking the function of VAP-1 by the 7-88, 7-106 or 7-188 
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antibodies reduced the number of monocytes in the pouches by 34 %, 66 %, 18 %, 
respectively, while all anti-VAP-1 antibodies pooled together reduced the number of 
monocytes by 56 % when compared to control antibody treated mice. 
The inhibitory effect of the anti-VAP-1 antibody treatment on monocyte migration 
to the inflamed area is congruent with the in vitro results of Aspinall et al., which show 
that CD16+ monocyte adhesion to, and their transmigration through hepatic sinusoidal 
endothelial cells is decreased after an anti-VAP-1 antibody treatment (Aspinall et al., 
2010). 
5.1.3 Anti-VAP-1 antibody treatment affects the development of diabetes (I) 
VAP-1 is expressed on the surface of pancreatic vessels in NOD mice (Bono et al., 
1999). This was verified by injecting the 7-88 anti-VAP-1 antibody intravenously into 
mice followed by the detection of the bound antibody on frozen tissue sections by a 
fluorescently conjugated secondary antibody. In addition, the up-regulation of the 
expression of VAP-1 in the pancreatic vessels correlates with the lymphocyte 
infiltration to the islets of the pancreas (Bono et al., 1999). Thus, blocking the function 
of VAP-1 may reduce harmful lymphocyte migration to the pancreas. Harmful 
lymphocyte migration to the pancreas may lead to the destruction of insulin-producing 
beta-cells in pancreatic islets and therefore result in insulin dependent diabetes. In the 
diabetes model mice were treated from three weeks of age with the 7-88 anti-VAP-1 
antibody, control antibody or PBS only, before the lymphocyte infiltrates accumulate 
in the islets of Langerhans. The treatment was repeated twice per week. In the first 
experiment the incidence of diabetes in mice treated with the anti-VAP-1 antibody was 
53,8 % while the incidence in the PBS treated group was 85,7 %. In the second 
experiment the incidence of diabetes in the anti-VAP-1 treated group was 37,5 % and 
in the control antibody group 66,7 %. In this NOD mouse diabetes model the duration 
of the antibody treatment was 27 weeks, and the follow-up period was until week 52. 
As a notable observation, no rebound effect in the incidence of diabetes was seen after 
the anti-VAP-1 antibody treatment was discontinued. 
Similar results for the incidence of diabetes were obtained by Stolen et al. with 
VAP-1 knock out mice and their wild type littermates in transgenic mouse background 
carrying the OVA antigen in pancreatic islets, and using cell transfer of OVA-specific 
T-cells from OT-1 mice to induce insulitis and finally diabetes. In this transgenic 
mouse model after a 10-day follow-up period 17 % of the VAP-1 knock out mice and 
44 % of wild type mice died due to diabetes. (Stolen et al., 2005.) 
5.1.4 VAP-1 as a target for pharmaceuticals (I) 
The effect of a long term anti-VAP-1 antibody treatment to the lymphocyte 
subpopulations in the pancreatic and mesenteric lymph nodes and spleens was studied 
in the antibody treated NOD mice. After the anti-VAP-1 and control antibody 
treatment the T:B and CD4:CD8 cell ratios were similar. The expression levels of L-
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selectin, CD11a, 4 integrin, CD44 and CD45RB were also similar in the mesenteric 
lymph nodes and spleens. Only the L-selectin expression was slightly higher in the 
pancreatic lymph node CD4+ and CD8+ lymphocytes of anti-VAP-1 treated mice 
compared to control animals. In comparison, the expression of L-selectin, PSGL-1, 
47, CD18 and CD44 on peripheral blood leukocytes and P-selectin, E-selectin, 
peripheral node addressin (PNAd), MAdCAM-1, ICAM-1, VCAM-1 and CD31 levels 
on Peyer’s patches were similar in VAP-1 deficient mice and their wt littermates 
(Stolen et al., 2005). However, later it was shown that the oxidative reaction catalyzed 
by VAP-1 induces the expression of other molecules involved in the leukocyte 
extravasation cascade, for example MAdCAM-1 (Liaskou et al., 2011), E-selectin and 
P-selectin (Jalkanen et al., 2007). Furthermore, the activation of VAP-1 on the liver 
endothelium upregulates ICAM-1 and E-selectin adhesion molecules and leads to the 
secretion of the CXCL8 (IL-8) chemokine (Lalor et al., 2007). As a notable 
observation, the anti-VAP-1 antibodies used in this study did not affect the enzymatic 
activity of VAP-1. 
VAP-1 knock out mice survived a Yersinia enterocolitica infection equally well as 
their wild type littermates (Stolen et al., 2004) and although VAP-1 deficient mice had 
mild defect in controlling Staphylococcus aureus and Coxsackie B4 infections, the 
combined anti-VAP-1 antibody and small molecule SSAO inhibitor treatment did not 
impede the microbial defense (Koskinen et al., 2007). Probably during infection, the 
innate immune response is able to cope with microbial invasion although one molecule 
from the adhesion cascade is blocked. Also the findings that the expression of VAP-1 
is localized to the cytoplasmic granules of endothelial cells and that VAP-1 expression 
markedly increases at sites of inflammation and is translocated onto the cell surface 
after a proinflammatory stimulus (Salmi et al., 1993; Jaakkola et al., 2000b), make 
VAP-1 a promising target for anti-inflammatory therapies. 
In the first trial in humans, vepalimomab, the murine antibody against VAP-1, was 
well tolerated and did not cause severe adverse effects in adult patients with allergic 
contact dermatitis. Human anti-mouse antibody levels in serum were increased after 
administration of the murine anti-VAP-1 antibody. (Vainio et al., 2005.) Murine VAP-
1 antibodies used for example in the in vivo assays of this study or in the above 
mentioned trial by Vainio et al. might cause problems if used as a form of anti-
inflammatory therapy in humans. For example, the production of human anti-mouse 
antibodies may reduce the therapeutic efficacy, and after repeated administration may 
lead to hypersensitivity. Moreover, the half-life of murine antibodies in human serum 
is short. A step further has already been taken in treating humans with the anti-VAP-1 
antibody therapy: after these studies chimeric anti-VAP-1 antibodies consisting of 
variable domains of mouse antibodies and a modified human IgG2 constant region 
were produced. These chimeric antibodies had similar effects on leukocyte adhesion as 
did the original anti-VAP-1 antibodies, i.e. they were effective in blocking leukocyte 
adhesion and transmigration in in vitro assays as well as in vivo inflammation models. 
Additionally, chimeric anti-VAP-1 antibodies did not induce antibody-dependent cell-
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mediated cytotoxicity or complement mediated cell lysis. (Kirton et al., 2005.) Biotie 
Therapies has also developed a fully human monoclonal antibody, BTT-1023, against 
VAP-1 and it has been promising in phase I trials in patients with rheumatoid arthritis 
and psoriasis (Biotie, 2011). 
In addition to anti-VAP-1 antibodies, small molecule inhibitors may also be used as 
drugs to target VAP-1. This is because the enzymatic activity of VAP-1 is involved in 
its adhesive function (Salmi et al., 2001). In fact, for example the LJP 1207 inhibitor of 
SSAO has been studied and its efficacy proved in different animal inflammation 
models: oxazolone-induced colitis (a model of inflammatory bowel disease), 
carrageenan-induced paw edema (a model of acute local inflammation) and 
lipopolysaccharide (LPS) induced endotoxemia (a model of systemic inflammation) 
(Salter-Cid et al., 2005). Furthermore, the LJP 1207 treatment was effective in 
preventing postischemic neutrophil adhesion and infiltration in rats subjected to 
forebrain ischemia leading to reduced neuropathology in these animals (Xu et al., 
2006). The same treatment reduced the clinical symptoms of experimental autoimmune 
encephalomyelitis, a mouse model of multiple sclerosis (Wang et al., 2006; O'Rourke 
et al., 2007). Another small molecule inhibitor of SSAO, namely U-V002, suppressed 
retinal inflammation in a rat model of acute ocular inflammation (Noda et al., 2008) 
and decreased CD11b+, granulocyte and macrophage infiltration into IL-1 implanted 
corneas of mice (Nakao et al., 2011). Treatment with the SSAO inhibitor SZE 5302 
before ischemia caused a marked reduction in intestinal ischemia-reperfusion injury 
(Kiss et al., 2008). An LJP 1586 treatment reduced the accumulation of leukocytes in 
the inflamed area in a carrageenan induced mouse air pouch model, an LPS induced rat 
lung inflammation model (O'Rourke et al., 2008) and a collagenase induced mouse 
intracerebral hemorrhage model (Ma et al., 2011).  
There is an increasing number of VAP-1-related patent applications claimed by 
Biotie Therapies, R-Tech Ueno Ltd, La Jolla Pharmaceuticals Co and Genmedica 
Therapeutics, for example, proving the significance of VAP-1 as a target for 
pharmaceuticals (Dunkel et al., 2011). 
5.2 CLEVER-1 mediates cell traffic via afferent lymphatic vessels and 
leukocyte entrance to sites of inflammation (II) 
In in vitro studies the anti-CLEVER-1 antibody decreased the binding of 
lymphocytes and malignant cell line cells to HEVs and the lymphatic endothelium; and 
in the initial in vivo studies the anti-CLEVER-1 antibody treatment inhibited the 
increase in the size of the draining lymph nodes after the immunization of rabbits, 
suggesting a role for CLEVER-1 in lymphocyte traffic (Irjala et al., 2003a; Irjala et al., 
2003b). To further define the role of CLEVER-1 in cell traffic, homing assays and 
inflammation models were performed. 
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5.2.1 Anti-CLEVER-1 antibody treatment inhibits cell migration to the draining 
lymph node (II, III) 
Rabbits were used to study the role of CLEVER-1 in cell traffic, because the anti-
human CLEVER-1 antibody 3-372 cross-reacts with the rabbit homolog. The rabbits 
were treated either with the anti-CLEVER-1 antibody or a control antibody followed 
by injection of fluorescently labelled rabbit lymphocytes under the skin of the rabbit 
footpads. The cell analysis from the draining popliteal lymph nodes revealed that in the 
anti-CLEVER-1 antibody treated rabbits there were 80 % less migrated cells than in 
the control antibody treated animals. 
Next the role of CLEVER-1 in malignant cell migration was tested using human 
lymphoma cells in a similar manner as the rabbit lymphocytes were used in the 
lymphocyte homing assay. Compared to the control antibody, the anti-CLEVER-1 
antibody inhibited the migration of lymphoma cells to the popliteal lymph nodes by 67 
%. Based on this, the malignant cells of human origin also use CLEVER-1 to migrate 
via lymphatic vessels. 
To further verify the significance of CLEVER-1 in cell migration, the mouse 
lymphocyte homing model, which allows better analysis of the lymphocyte 
subpopulations of the migrated cells, was used. Again, the anti-CLEVER-1 antibody 
clearly prevented the migration of cells via afferent lymphatic vessels to the draining 
lymph node. An analysis of the lymphocyte subpopulation showed that the anti-
CLEVER-1 antibody treatment decreased the amount of migrating cells in all the 
studied lymphocyte subtype groups. When the migrated cells among B-cells, and 
CD4+ and CD8+ T-cells were analysed there were 90 % less migrated B-cells, 64 % 
less migrated CD4 positive cells and 82 % less migrated CD8 positive cells in the 
popliteal lymph nodes of mice treated with the anti-CLEVER-1 antibody compared to 
the control antibody treatment. 
5.2.2 Anti-CLEVER-1 antibody treatment decreases leukocyte migration during 
inflammation (II) 
Although blocking the function of CLEVER-1 with an antibody inhibited the 
migration of lymphocytes via the afferent lymphatic vessels to the draining lymph 
node, it did not affect the migration of lymphocytes from the blood through high 
endothelial venules to the lymph nodes in homing assays, where labelled mouse 
lymphocytes were injected into the tail veins of mice. The fact that unlike in human 
high endothelial venules, CLEVER-1 is expressed at very low levels in mouse HEVs, 
provides an explanation for this finding. As a consequence of inflammation CLEVER-
1 expression was up-regulated also in mouse HEVs. Thus, the role of CLEVER-1 in 
leukocyte migration during inflammation was studied using a peritonitis model. In the 
peritonitis model the anti-CLEVER-1 antibody treatment prevented the migration of 
leukocytes to the inflamed area. During inflammation the number of macrophages and 
lymphocytes in mouse peritoneal cavities treated with the anti-CLEVER-1 antibody 
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were almost at the same levels as the number of cells in non-inflamed peritoneal 
cavities i.e. they corresponded to the number of resident cells in the resting state. 
Moreover, the number of macrophages and lymphocytes collected from the anti-
CLEVER-1 antibody treated mice were 55 % and 49 % smaller than in control 
antibody treated mice during inflammation. The migration of neutrophils to the 
inflamed peritoneal cavity was also reduced, as there were 48 % less neutrophils 
following the anti-CLEVER-1 antibody treatment compared to the control antibody 
treatment. 
The effects of the anti-VAP-1 antibody and the anti-CLEVER-1 antibody 
treatments on leukocyte migration seen in this study are in line with the previously 
published results for targeting other adhesion molecules. For example, the MEL-14 
antibody against L-selectin decreases the homing of lymphocytes to inflamed air 
pouches: the radioactivity of B. pertussis -inflamed air pouches went down 60 % after 
a MEL-14 antibody pretreatment compared to a control antibody pretreatment of 
radiolabelled lymphocytes (Dawson et al., 1992). Furthermore, the pretreatment of 
fluorescently labelled neutrophils with the MEL-14 antibody decreased cell migration 
to the inflamed peritoneal cavity in a E. coli supernatant induced peritonitis model by 
50 % compared to a control antibody treatment (Lewinsohn et al., 1987). Neutrophil 
migration was also decreased to half in ICAM-1 deficient mice compared to wild type 
mice during thioglycollate induced peritonitis (Sligh et al., 1993). With an anti-CD99 
antibody pretreatment neutrophil migration into the inflamed peritoneal cavity was 
reduced by 40 % and monocyte migration was down to almost baseline levels (Dufour 
et al., 2008). In LFA-1 deficient mice leukocyte migration to the TNF- inflamed air 
pouches was inhibited by 67 % and in CD18 deficient mice by 59 % compared to wild 
type mice (Ding et al., 1999). An EL-246 antibody pretreatment against a common 
epitope on both E- and L-selectin decreased the homing of fluorescently labelled 
bovine lymphocytes into the mouse peripheral lymph nodes by 65 % compared to a 
control antibody treatment (Bargatze et al., 1994). This indicates that by targeting only 
one adhesion molecule it is not possible to entirely block the leukocyte migration. On 
the other hand, targeting more than one molecule may have additive effects. This 
probably is the case, for example, when simultaneous blocking of P- and L-selectin 
with antibodies in a mouse peritonitis model leads to the almost complete inhibition of 
neutrophil migration to the inflamed peritoneal cavity (Bosse and Vestweber, 1994). 
And in a rat dermal inflammation model an anti-VLA-4 + anti-E-selectin antibody 
treatment is more effective in inhibiting T cell migration than either of these antibodies 
alone. Moreover treatment with anti-VLA-4, anti-E-selectin and anti-P-selectin 
antibodies together decreases the accumulation of T cells into the inflamed dermal sites 
by 90 % compared to a control antibody treatment (Issekutz and Issekutz, 2002). 
Targeting VAP-1 and CLEVER-1 at the same time also appears to have an additive 
effect, at least to transendothelial migration of Tregs through cultured hepatic 
sinusoidal endothelial cells with a combined treatment with antibodies against VAP-1, 
CLEVER-1 and ICAM-1 (Shetty et al., 2011). On the other hand, blocking more than 
one adhesion molecule at a time might already affect the normal immune defence too 
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much and lead to severe infections. Finding the right targets and adequate effect on 
migration in a diverse array of autoimmune diseases will be a challenging task. 
Although many molecules that affect leukocyte migration have been described and the 
outcomes of targeting these molecules have been promising in animal models of 
inflammation, still only a few therapeutic antibodies that target adhesion molecules 
have been approved for treatment in humans. (Ulbrich et al., 2003; Luster et al., 2005; 
Hansel et al., 2010.) However, effective treatment is possible as is seen for example 
with the use of Natalizumab against 4 integrin for the treatment of MS. 
5.2.3 Anti-CLEVER-1 antibody treatment does not impair the normal immune 
response during immunization or bacterial infection (II) 
Despite the strong effects of the anti-CLEVER-1 antibody treatment on leukocyte 
traffic, the treatment did not impair the normal immune response during immunization. 
The absolute lymphocyte numbers and percentages of CD4, CD8 and regulatory T 
cells as well as B-cells were the same in lymph nodes and spleens of anti-CLEVER-1 
and control antibody treated mice after ovalbumin immunizations, as were the 
ovalbumin-specific T- and B-cell responses. Also, the bacterial clearance rate in anti-
CLEVER-1 antibody treated mice was indistinguishable from that of control antibody 
treated mice. In both groups of mice there was an equal amount of inoculated 
Staphylococcus aureus at each timepoint in the bacterial infection model. Accordingly, 
targeting CLEVER-1 does not compromise the clearance of a bacterial infection, and 
these results propose that the targeting of CLEVER-1 does not dampen the normal 
immune response in excess. 
5.3 Anti-CLEVER-1 antibody treatment reduces tumor growth (III) 
B16 melanoma and EL-4 T lymphoma models were used to study the role of 
CLEVER-1 in tumor growth. Tumor cells were injected subcutaneously into murine 
ear lobes. The mice were treated either with the anti-CLEVER-1 or the control 
antibody. The antibody therapy was started either prophylactically one day before 
tumor cell injection (both models) or as a treatment from day 3 onward (in the 
melanoma model only). In the lymphoma model tumor growth was observed in 9/10 
anti-CLEVER-1 antibody and in 9/11 control antibody treated mice. Primary tumors in 
the tumor bearing mice were 51 % smaller in the anti-CLEVER-1 antibody treated 
mice compared to the control antibody treated mice. Moreover, metastases in the 
draining cervical lymph nodes of anti-CLEVER-1 antibody treated mice were also 49 
% smaller on day 11 and 26 % smaller on day 14, albeit that the difference in the 
growth of metastases between the groups in the lymphoma model did not reach 
statistical significance. In the melanoma model when the treatment was started before 
the tumor cells were injected, the growth of primary tumors and metastases in the neck 
lymph nodes was 70 % less in the anti-CLEVER-1 antibody treated mice compared to 
control antibody treated mice. In the melanoma model, where treatment was started on 
day 3, primary tumors and metastases were also approximately 70 % smaller after the 
anti-CLEVER-1 antibody treatment. 
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5.3.1 Anti-CLEVER-1 antibody treatment does not affect angiogenesis (III) 
To find the reason for the decreased tumor size consequent to the anti-CLEVER-1 
antibody treatment, vessels and vessel morphology within the tumors was studied, 
since without the formation of blood vessels in the tumor, tumor growth is limited. 
Tumor associated macrophages may have both angiogenic and angiostatic properties 
(Dirkx et al., 2006). CLEVER-1 is expressed in type II macrophages (Politz et al., 
2002) and might have a role in angiogenesis, since in the in vitro Matrigel tube 
formation assay an anti-FEEL-1 monoclonal antibody treatment reduced cell-cell 
interactions and increased the quantified area surrounded by the capillary-like tube 
network compared to control antibody treatment of human umbilical vein endothelial 
cell cultures (Adachi and Tsujimoto, 2002). However, the numbers of blood and 
lymphatic vessels were comparable within the tumors after the anti-CLEVER-1 and 
control antibody treatments. Also vessel morphology was similar between the 
treatment groups. 
5.3.2 CLEVER-1 expression is induced in tumor vasculature, and mediates the 
binding of tumor infiltrating leukocytes (III) 
Since the expression of CLEVER-1 is upregulated during inflammation and the 
antibody against CLEVER-1 decreased cell migration, CLEVER-1 expression and its 
role in cell adhesion in tumors were studied. In mouse tumor models CLEVER-1 
expression was up-regulated in the intratumoral vessels within tumors. These vessels 
were enlarged with a widely open lumen and most of them expressed CLEVER-1, 
unlike the normal flat walled vessels. In the in vitro adhesion assay the anti-CLEVER-
1 antibody treatment decreased the binding of tumor infiltrating myeloid cells and 
lymphocytes to the tumor vasculature over 60 % compared to the control antibody. 
Thus, the anti-CLEVER-1 antibody treatment may prevent leukocyte entrance into 
tumors. 
5.3.3 Anti-CLEVER-1 treatment decreases the number of regulatory T cells and 
type II macrophages in tumors (III) 
As the formation of new blood vessels was not the reason for decreased tumor size 
consequent to the anti-CLEVER-1 treatment, and since the treatment affected cell 
adhesion in the in vitro assays, different subpopulations of tumor infiltrating 
leukocytes within the tumors was studied. Tumor infiltrated leukocytes may either 
suppress tumor growth or then in contrast they may promote tumor growth, invasion 
and metastasis. For example, the presence of intraepithelial CD3+ T cells has been 
shown to be a positive, and CD4+CD25+FoxP3+ regulatory T cells a negative 
prognostic factor for overall survival in ovarian cancer patients (Nelson, 2008). 
After antibody treatments the number of type II macrophages and regulatory T cells 
was about 70 % smaller in primary tumors and metastases collected from anti-
CLEVER-1 antibody treated mice compared to the control antibody treated group. The 
decreased number of these cell types was selective as for example the numbers of CD8 
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positive and CD3 positive cells were equal after the anti-CLEVER-1 versus control 
antibody treatment. As CLEVER-1 is expressed in type II macrophages the antibody 
treatment against CLEVER-1 may affect the depletion of these cells. However, there 
were almost equal percentages of mannose receptor positive cells that also expressed 
CLEVER-1 subsequent to the anti-CLEVER-1 and control antibody treatments. 
Moreover, in the in vitro co-cultures of melanoma cells and monocytes/macrophages 
the anti-CLEVER-1 antibody treatment did not affect the morphology, type I/II 
polarization or number of macrophages. Recently it was shown that CLEVER-1 is 
expressed also in tumor sinusoids and tumor-associated vessels in hepatocellular 
carcinoma, and that CLEVER-1 mediates the transmigration of regulatory T cells 
through cultured human hepatic sinusoidal endothelial cells (Shetty et al., 2011). Based 
on the in vitro data of this study and the results of Shetty et al, the decrease in the  
number of regulatory T cells and type II macrophages in the tumors of anti-CLEVER-1 
antibody treated mice is most likely due to an effect of the anti-CLEVER-1 treatment 
on the migration of these cells into the tumors. 
To reveal the role of type II macrophages and regulatory T cells in reducing tumor 
size after the anti-CLEVER-1 antibody treatment, two different mouse strains were 
used, namely the SCID and SCID/beige strains. The SCID mice are T and B cell 
deficient and the SCID/beige mice are also T and B cell deficient and additionally have 
defects in their NK cells, cytotoxic T cells and macrophages (Bosma and Carroll, 1991; 
Raffa et al., 1993; MacDougall et al., 1990; Oliver and Essner, 1975; Saunders and 
Cheers, 1996). In SCID mice primary tumors were 70 % smaller after the anti-
CLEVER-1 antibody treatment compared to tumors after the control antibody 
treatment. There were no differences in the size of metastases. In SCID/beige mice no 
differences in the size of primary tumors or metastases between the antibody treatment 
groups were observed, suggesting that functional macrophages are ultimately 
responsible for the phenomenon. It is known that type II macrophages are able to 
induce regulatory T cells (CD4+CD25+FoxP3+) that have a strong suppressive 
phenotype (Savage et al., 2008). Thus the anti-CLEVER-1 antibody therapy most 
likely prevents the migration of type II macrophages into the tumors leading also to a 
decrease in the number of regulatory T cells. 
5.3.4 Anti-CLEVER-1 treatment does not affect to the expression of SPARC 
(III) 
In macrophages CLEVER-1 is required for the endocytosis of SPARC and the 
targeting of SPARC for degradation (Kzhyshkowska et al., 2006b). SPARC is 
important for the maintenance of tissue homeostasis and is involved in proliferation, 
adhesion and migration, as well as angiogenesis and apoptosis. The role of SPARC in a 
variety of cancers is evident. (Tai and Tang, 2008; Chiodoni et al., 2010; Nagaraju and 
Sharma, 2011.) To see if the reduced tumor growth in anti-CLEVER-1 antibody 
treated mice and the decreased number of type II macrophages and regulatory T cells 
in these mice were linked to SPARC, the expression of SPARC was studied. However, 
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the relative intensities of SPARC immunostainings of tumor tissues were comparable 
after both anti-CLEVER-1 and control antibody treatments. 
5.3.5 Anti-CLEVER-1 treatment affects apoptosis inside tumors (III) 
As a consequence of the decrease in the number of type II macrophages and 
regulatory T cells inside the tumors, the anti-tumor immune response may be more 
intense following the anti-CLEVER-1 antibody treatment and thus lead to reduced 
growth of tumors in these mice. In the in situ apoptosis assay the mean number of 
apoptotic cells was greater after the anti-CLEVER-1 antibody treatment (46,4 ± 
4,8/field) compared to control antibody treatment (15,7 ± 5,7/field), supporting the 
hypothesis that targeting CLEVER-1 results in an enhanced immune response. 
5.3.6 CLEVER-1 mediates tumor immunity (III) 
This study shows that CLEVER-1 mediates tumor cell migration via lymphatic 
vessels and that CLEVER-1 expression is induced during tumor vasculature. Targeting 
CLEVER-1 decreases the number of type II macrophages and regulatory T cells inside 
tumors and increases apoptosis in tumor cells, which leads a reduction in the growth of 
the tumors. Ammar et al. have shown that CLEVER-1 is expressed in tumor 
macrophages, and is found in the blood and lymphatic vessels also during human 
breast cancer. In breast cancer CLEVER-1 expression in lymphatic vessels was 
associated with lymph node metastasis and CLEVER-1 expression in blood vessels 
with an increased risk of recurrence. Moreover, the dense inflammatory infiltrate 
correlated with CLEVER-1 expression, and a strong association was found between 
CLEVER-1 expression in blood vessels / lymph vessels and CLEVER-1 expression in 
macrophages in breast tumor samples. (Ammar et al., 2011.) In colorectal cancer the 
number of CLEVER-1 positive lymphatic vessels correlated with the density of 
CLEVER-1 positive macrophages, and in advanced stage colorectal cancer a high 
number of CLEVER-1 positive macrophages in the tumors predicted poor prognosis 
(Algars et al., 2011). Based on these results CLEVER-1 both mediates tumor cell 
trafficking and the entrance of immune suppressor cells to the tumors, suggesting that 
targeting CLEVER-1 during tumor growth might be advantageous. 
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6. SUMMARY 
Leukocyte migration to different organs is fundamental for defending the body 
against microbial invasion. Adhesion molecules guide the leukocytes to the right place 
at the right time. However, misdirected or overly excessive leukocyte migration is 
harmful, as it may lead to tissue damage. Targeting adhesion molecules is a promising 
therapy option for inflammatory disorders, but only a few adhesion molecule-based 
therapies have been approved for treating humans. Further details of the adhesion 
molecules that mediate leukocyte migration during inflammation and the consequences 
of targeting them are needed. Moreover, adhesion molecules are also involved in tumor 
dissemination from the primary site, and they mediate the migration of tumor 
infiltrating leukocytes to the tumors. These tumor infiltrating leukocytes may either be 
advantageous and prevent tumor growth, or in contrast they may be detrimental and 
dampen the immune response against the tumor. Further knowledge of the function of 
adhesion molecules during tumorigenesis may reveal new therapeutic options for 
controlling tumor growth and dissemination in the future. 
Two adhesion molecules, namely VAP-1 and CLEVER-1, have been shown to 
mediate the adhesion of leukocytes in in vitro. Additionally, the expression of these 
molecules is upregulated during inflammation, proposing that these molecules may be 
good candidates for anti-inflammatory therapies. In this work the in vivo role of these 
adhesion molecules was studied using different animal models. The results showed that 
targeting either one of these molecules results in decreased migration of leukocytes to 
sites of inflammation. The results thus suggest that blocking the function of VAP-1 and 
CLEVER-1 may be useful for treating inflammatory disorders. The results also 
illustrated that CLEVER-1 mediates the migration of cells via lymphatic vessels. The 
targeting of CLEVER-1 during tumor growth reduced the number of immune 
regulating leukocytes in the tumors leading to a decrease in the size of primary tumors 
and metastases, indicating that targeting CLEVER-1 may be an advantageous addition 
to the pharmaceuticals used in cancer therapy. In addition, targeting CLEVER-1 did 
not compromise the normal immune response. 
In conclusion, this study has illustrated the essential role of VAP-1 and CLEVER-1 
in leukocyte migration during inflammation and substantiates the targeting of these 
molecules in immunotherapeutic applications. Also, the consequences of targeting 
CLEVER-1 were demonstrated in different tumor models, and the results suggest that 
targeting CLEVER-1 during tumor growth might be a beneficial addition to the 
available cancer therapies. 
 
 
48 Acknowledgements  
7. ACKNOWLEDGEMENTS 
This work was carried out at the MediCity Research Laboratory, Department of 
Medical Microbiology and Immunology, University of Turku.  
I am deeply indebted to my supervisors Professor Sirpa Jalkanen and M.D, Ph.D. 
Heikki Irjala. Sirpa is acknowledged for introducing me to scientific work and the field 
of immunology. Moreover, I am much obliged for having been able to accomplish this 
thesis in such an excellent and versatile research group. Heikki, thanks for being like a 
big brother to me, I really appreciate it.  
I want to acknowledge Turku Doctoral Programme of Biomedical Sciences (former 
Turku Graduate School of Biomedical Sciences) and its director, Professor Olli 
Lassila, for providing financial support and giving me the possibility to attend local 
and international scientific congresses and courses.   
I also want to warmly thank all the co-authors of the original publications for 
collaboration. I am thankful for Professor Matti Poutanen and Docent Kati Elima for 
their participation in my thesis supervisory committee. Professors Risto Renkonen and 
Pirjo Laakkonen are acknowledged for reviewing and commenting this thesis. 
Moreover, Helen Cooper, Ph.D. is warmly thanked for checking the language of this 
thesis. 
All the present and former members of Sirpa’s group are thanked for all these years; 
I really feel privileged to have worked with you. I appreciate all the lab technicians for 
their invaluable technical help. I also want to thank all the technical personnel at 
MediCity for keeping things running, Anne Sovikoski-Georgieva and Elina Wiik for 
secretarial help, and personnel at Central Animal Laboratory for taking care of the 
mice and rabbits. In addition, the excellent staff of ”KTL and BTK” are acknowledged 
for reagents and practical help with machinery. Above all, my “morning coffee 
fellows” really deserve compliments. Special thanks for Kati and Mikael for sharing 
the tiny office room with me, what a cluster of pessimism!  
Thanks for all my friends and relatives, especially for “A-550-s97 perusporukka” 
for all the housewarming parties, terrace season openings and other gatherings; “tytöt” 
for listening to my little and big troubles; and “Karikosket” for the moments in the 
Turku archipelago and Isojoki.  
My warmest gratitude belongs to my family, thanks for being there for me. I am 
deeply grateful for my parents Pirjo ja Jukka for their unconditional love and care, for 
Eira-mummi for continually encouraging me, and Pia, my dearest sister, for always 
supporting me no matter what. Äiti and Isi, thanks also for looking after Guni every 
now and then when he has needed day (and night) care. Pia and Tomi, I could not think 
 Acknowledgements 49 
of the better people to share the Piikkiö summer cottage with than you. Teemu - there 
are no words to describe it so I won’t even try.  
This work has been financially supported by Turku Graduate School of Biomedical 
Sciences, Ida Montin Foundation, University of Turku Emil and Blida Maunula 
Foundation, Paulo Foundation, Finnish Cultural Foundation Varsinais-Suomi Regional 
fund, Emil Aaltonen Foundation, Orion-Farmos Research Foundation, Cancer Society 
of Finland, University of Turku Aili Salo Foundation, University of Turku Erkki and 
Anna-Liisa Hurme Foundation, Research and Science Foundation of Farmos, and 
Sigrid Jusélius Foundation. And discrete travel grants by Turku University Foundation, 
University of Turku Faculty of Medicine, Scandinavian Society for Immunology, and 
European Federation of Immunological Societies / European Journal of Immunology. 
 




50 References  
8. REFERENCES 
Aalto K, Autio A, Kiss EA, Elima K, Nymalm Y, 
Veres TZ, Marttila-Ichihara F, Elovaara H, 
Saanijoki T, Crocker PR, Maksimow M, Bligt E, 
Salminen TA, Salmi M, Roivainen A and Jalkanen 
S (2011) Siglec-9 is a novel leukocyte ligand for 
vascular adhesion protein-1 and can be used in PET 
imaging of inflammation and cancer. Blood 
118(13): 3725-3733. 
Abella A, Garcia-Vicente S, Viguerie N, Ros-Baro A, 
Camps M, Palacin M, Zorzano A and Marti L 
(2004) Adipocytes release a soluble form of VAP-
1/SSAO by a metalloprotease-dependent process 
and in a regulated manner. Diabetologia 47(3): 
429-438. 
Adachi H and Tsujimoto M (2002) FEEL-1, a novel 
scavenger receptor with in vitro bacteria-binding 
and angiogenesis-modulating activities. J Biol 
Chem 277(37): 34264-34270. 
Airas L, Mikkola J, Vainio JM, Elovaara I and Smith 
DJ (2006) Elevated serum soluble vascular 
adhesion protein-1 (VAP-1) in patients with active 
relapsing remitting multiple sclerosis. J 
Neuroimmunol 177(1-2): 132-135. 
Airas L, Lindsberg PJ, Karjalainen-Lindsberg ML, 
Mononen I, Kotisaari K, Smith DJ and Jalkanen S 
(2008) Vascular adhesion protein-1 in human 
ischaemic stroke. Neuropathol Appl Neurobiol 
34(4): 394-402. 
Airenne TT, Nymalm Y, Kidron H, Smith DJ, 
Pihlavisto M, Salmi M, Jalkanen S, Johnson MS 
and Salminen TA (2005) Crystal structure of the 
human vascular adhesion protein-1: unique 
structural features with functional implications. 
Protein Sci 14(8): 1964-1974. 
Akin E, Aversa J and Steere AC (2001) Expression of 
adhesion molecules in synovia of patients with 
treatment-resistant lyme arthritis. Infect Immun 
69(3): 1774-1780. 
Algars A, Irjala H, Vaittinen S, Huhtinen H, 
Sundstrom J, Salmi M, Ristamaki R and Jalkanen S 
(2011) Type and location of tumor-infiltrating 
macrophages and lymphatic vessels predict 
survival of colorectal cancer patients. Int J Cancer. 
Aly L, Yousef S, Schippling S, Jelcic I, Breiden P, 
Matschke J, Schulz R, Bofill-Mas S, Jones L, 
Demina V, Linnebank M, Ogg G, Girones R, 
Weber T, Sospedra M and Martin R (2011) Central 
role of JC virus-specific CD4+ lymphocytes in 
progressive multi-focal leucoencephalopathy-
immune reconstitution inflammatory syndrome. 
Brain 134(Pt 9): 2687-2702. 
Ammar A, Mohammed RA, Salmi M, Pepper M, 
Paish EC, Ellis IO and Martin SG (2011) 
Lymphatic expression of CLEVER-1 in breast 
cancer and its relationship with lymph node 
metastasis. Anal Cell Pathol (Amst) 34(1-2): 67-78. 
Arvilommi AM, Salmi M, Kalimo K and Jalkanen S 
(1996) Lymphocyte binding to vascular 
endothelium in inflamed skin revisited: a central 
role for vascular adhesion protein-1 (VAP-1). Eur J 
Immunol 26(4): 825-833. 
Aspinall AI, Curbishley SM, Lalor PF, Weston CJ, 
Liaskou E, Adams RM, Holt AP and Adams DH 
(2010) CX(3)CR1 and vascular adhesion protein-1-
dependent recruitment of CD16(+) monocytes 
across human liver sinusoidal endothelium. 
Hepatology 51(6): 2030-2039. 
Barczyk M, Carracedo S and Gullberg D (2010) 
Integrins. Cell Tissue Res 339(1): 269-280. 
Bargatze RF, Kurk S, Watts G, Kishimoto TK, Speer 
CA and Jutila MA (1994) In vivo and in vitro 
functional examination of a conserved epitope of 
L- and E-selectin crucial for leukocyte-endothelial 
cell interactions. J Immunol 152(12): 5814-5825. 
Bauer RJ, Dedrick RL, White ML, Murray MJ and 
Garovoy MR (1999) Population pharmacokinetics 
and pharmacodynamics of the anti-CD11a antibody 
hu1124 in human subjects with psoriasis. J 
Pharmacokinet Biopharm 27(4): 397-420. 
Biotie (2011) VAP-1 antibody product profile 
http://www.biotie.com/en/product_and_developme
nt/inflammation/vap1_antibody cited 3.2.2012. 
Bono P, Salmi M, Smith DJ and Jalkanen S (1998) 
Cloning and characterization of mouse vascular 
adhesion protein-1 reveals a novel molecule with 
enzymatic activity. J Immunol 160(11): 5563-5571. 
Bono P, Jalkanen S and Salmi M (1999) Mouse 
vascular adhesion protein 1 is a sialoglycoprotein 
with enzymatic activity and is induced in diabetic 
insulitis. Am J Pathol 155(5): 1613-1624. 
Bosch X, Saiz A and Ramos-Casals M (2011) 
Monoclonal antibody therapy-associated 
neurological disorders. Nat Rev Neurol 7(3): 165-
172. 
Bosma MJ and Carroll AM (1991) The SCID mouse 
mutant: definition, characterization, and potential 
uses. Annu Rev Immunol 9: 323-350. 
Bosse R and Vestweber D (1994) Only simultaneous 
blocking of the L- and P-selectin completely 
inhibits neutrophil migration into mouse 
peritoneum. Eur J Immunol 24(12): 3019-3024. 
Boyle JS, Silva A, Brady JL and Lew AM (1997) 
DNA immunization: induction of higher avidity 
antibody and effect of route on T cell cytotoxicity. 
Proc Natl Acad Sci U S A 94(26): 14626-14631. 
 References 51 
Butcher EC (1991) Leukocyte-endothelial cell 
recognition: three (or more) steps to specificity and 
diversity. Cell 67(6): 1033-1036. 
Butcher EC and Picker LJ (1996) Lymphocyte 
homing and homeostasis. Science 272(5258): 60-
66. 
Cahill RN, Poskitt DC, Frost DC and Trnka Z (1977) 
Two distinct pools of recirculating T lymphocytes: 
migratory characteristics of nodal and intestinal T 
lymphocytes. J Exp Med 145(2): 420-428. 
Cao H and Crocker PR (2010) Evolution of CD33-
related siglecs: regulating host immune functions 
and escaping pathogen exploitation? Immunology 
132(1): 18-26. 
Carlos TM and Harlan JM (1994) Leukocyte-
endothelial adhesion molecules. Blood 84(7): 
2068-2101. 
Chin W and Hay JB (1980) A comparison of 
lymphocyte migration through intestinal lymph 
nodes, subcutaneous lymph nodes, and chronic 
inflammatory sites of sheep. Gastroenterology 
79(6): 1231-1242. 
Chiodoni C, Colombo MP and Sangaletti S (2010) 
Matricellular proteins: from homeostasis to 
inflammation, cancer, and metastasis. Cancer 
Metastasis Rev 29(2): 295-307. 
Dawson J, Sedgwick AD, Edwards JC and Lees P 
(1992) The monoclonal antibody MEL-14 can 
block lymphocyte migration into a site of chronic 
inflammation. Eur J Immunol 22(6): 1647-1650. 
DeGrendele HC, Estess P, Picker LJ and Siegelman 
MH (1996) CD44 and its ligand hyaluronate 
mediate rolling under physiologic flow: a novel 
lymphocyte-endothelial cell primary adhesion 
pathway. J Exp Med 183(3): 1119-1130. 
Dimitroff CJ, Lee JY, Rafii S, Fuhlbrigge RC and 
Sackstein R (2001) CD44 is a major E-selectin 
ligand on human hematopoietic progenitor cells. J 
Cell Biol 153(6): 1277-1286. 
Ding ZM, Babensee JE, Simon SI, Lu H, Perrard JL, 
Bullard DC, Dai XY, Bromley SK, Dustin ML, 
Entman ML, Smith CW and Ballantyne CM (1999) 
Relative contribution of LFA-1 and Mac-1 to 
neutrophil adhesion and migration. J Immunol 
163(9): 5029-5038. 
Dirkx AE, Oude Egbrink MG, Wagstaff J and 
Griffioen AW (2006) Monocyte/macrophage 
infiltration in tumors: modulators of angiogenesis. J 
Leukoc Biol 80(6): 1183-1196. 
Dufour EM, Deroche A, Bae Y and Muller WA 
(2008) CD99 is essential for leukocyte diapedesis 
in vivo. Cell Commun Adhes 15(4): 351-363. 
Dunkel P, Balogh B, Meleddu R, Maccioni E, Gyires 
K and Matyus P (2011) Semicarbazide-sensitive 
amine oxidase/vascular adhesion protein-1: a patent 
survey. Expert Opin Ther Pat 21(9): 1453-1471. 
Edwards S, Lalor PF, Nash GB, Rainger GE and 
Adams DH (2005) Lymphocyte traffic through 
sinusoidal endothelial cells is regulated by 
hepatocytes. Hepatology 41(3): 451-459. 
Egeblad M, Nakasone ES and Werb Z (2010) Tumors 
as organs: complex tissues that interface with the 
entire organism. Dev Cell 18(6): 884-901. 
EMA (2009) European Medicines Agency. 





EMA (2012) European Medicines Agency. 





Enns A, Gassmann P, Schluter K, Korb T, Spiegel 
HU, Senninger N and Haier J (2004) Integrins can 
directly mediate metastatic tumor cell adhesion 
within the liver sinusoids. J Gastrointest Surg 8(8): 
1049-1059; discussion 1060. 
Fabbri M, Bianchi E, Fumagalli L and Pardi R (1999) 
Regulation of lymphocyte traffic by adhesion 
molecules. Inflamm Res 48(5): 239-246. 
FDA (2009) U.S. Food and Drug Administration. 
Information on Efalizumab (marketed as Raptiva) 
http://www.fda.gov/Drugs/DrugSafety/Postmarket
DrugSafetyInformationforPatientsandProviders/uc
m133337.htm cited 10.10.2011. 
FDA (2012) U.S. Food and Drug Administration. 
Information on Natalizumab (marketed as Tysabri) 
http://www.fda.gov/Drugs/DrugSafety/Postmarket
DrugSafetyInformationforPatientsandProviders/uc
m107198.htm cited 29.9.2011. 
Frampton JE and Plosker GL (2009) Efalizumab: a 
review of its use in the management of chronic 
moderate-to-severe plaque psoriasis. Am J Clin 
Dermatol 10(1): 51-72. 
Giblin PA and Lemieux RM (2006) LFA-1 as a key 
regulator of immune function: approaches toward 
the development of LFA-1-based therapeutics. Curr 
Pharm Des 12(22): 2771-2795. 
Gonzalez-Amaro R, Diaz-Gonzalez F and Sanchez-
Madrid F (1998) Adhesion molecules in 
inflammatory diseases. Drugs 56(6): 977-988. 
Gottlieb A, Krueger JG, Bright R, Ling M, Lebwohl 
M, Kang S, Feldman S, Spellman M, Wittkowski 
K, Ochs HD, Jardieu P, Bauer R, White M, 
Dedrick R and Garovoy M (2000) Effects of 
administration of a single dose of a humanized 
monoclonal antibody to CD11a on the 
52 References  
immunobiology and clinical activity of psoriasis. J 
Am Acad Dermatol 42(3): 428-435. 
Gowans JL and Knight EJ (1964) The Route of Re-
Circulation of Lymphocytes in the Rat. Proc R Soc 
Lond B Biol Sci 159: 257-282. 
Grailer JJ, Kodera M and Steeber DA (2009) L-
selectin: role in regulating homeostasis and 
cutaneous inflammation. J Dermatol Sci 56(3): 
141-147. 
Griscelli C, Vassalli P and McCluskey RT (1969) The 
distribution of large dividing lymph node cells in 
syngeneic recipient rats after intravenous injection. 
J Exp Med 130(6): 1427-1451. 
Grivennikov SI, Greten FR and Karin M (2010) 
Immunity, inflammation, and cancer. Cell 140(6): 
883-899. 
Gupta GP and Massague J (2006) Cancer metastasis: 
building a framework. Cell 127(4): 679-695. 
Hall JG and Morris B (1965) The Origin of the Cells 
in the Efferent Lymph from a Single Lymph Node. 
J Exp Med 121: 901-910. 
Hallmann R, Mayer DN, Berg EL, Broermann R and 
Butcher EC (1995) Novel mouse endothelial cell 
surface marker is suppressed during differentiation 
of the blood brain barrier. Dev Dyn 202(4): 325-
332. 
Hanahan D and Weinberg RA (2000) The hallmarks 
of cancer. Cell 100(1): 57-70. 
Hanahan D and Weinberg RA (2011) Hallmarks of 
cancer: the next generation. Cell 144(5): 646-674. 
Hansel TT, Kropshofer H, Singer T, Mitchell JA and 
George AJ (2010) The safety and side effects of 
monoclonal antibodies. Nat Rev Drug Discov 9(4): 
325-338. 
Harris ES, McIntyre TM, Prescott SM and 
Zimmerman GA (2000) The leukocyte integrins. J 
Biol Chem 275(31): 23409-23412. 
Hogg N, Patzak I and Willenbrock F (2011) The 
insider's guide to leukocyte integrin signalling and 
function. Nat Rev Immunol 11(6): 416-426. 
Hutchinson M (2010) Natalizumab therapy of 
multiple sclerosis. J Interferon Cytokine Res 
30(10): 787-789. 
Irjala H, Salmi M, Alanen K, Grenman R and 
Jalkanen S (2001) Vascular adhesion protein 1 
mediates binding of immunotherapeutic effector 
cells to tumor endothelium. J Immunol 166(11): 
6937-6943. 
Irjala H, Alanen K, Grenman R, Heikkila P, Joensuu 
H and Jalkanen S (2003a) Mannose receptor (MR) 
and common lymphatic endothelial and vascular 
endothelial receptor (CLEVER)-1 direct the 
binding of cancer cells to the lymph vessel 
endothelium. Cancer Res 63(15): 4671-4676. 
Irjala H, Elima K, Johansson EL, Merinen M, Kontula 
K, Alanen K, Grenman R, Salmi M and Jalkanen S 
(2003b) The same endothelial receptor controls 
lymphocyte traffic both in vascular and lymphatic 
vessels. Eur J Immunol 33(3): 815-824. 
Issekutz AC and Issekutz TB (2002) The role of E-
selectin, P-selectin, and very late activation 
antigen-4 in T lymphocyte migration to dermal 
inflammation. J Immunol 168(4): 1934-1939. 
Issekutz TB, Chin W and Hay JB (1980) Lymphocyte 
traffic through granulomas: differences in the 
recovery of indium-111-labeled lymphocytes in 
afferent and efferent lymph. Cell Immunol 54(1): 
79-86. 
Jaakkola K, Jalkanen S, Kaunismaki K, Vanttinen E, 
Saukko P, Alanen K, Kallajoki M, Voipio-Pulkki 
LM and Salmi M (2000a) Vascular adhesion 
protein-1, intercellular adhesion molecule-1 and P-
selectin mediate leukocyte binding to ischemic 
heart in humans. J Am Coll Cardiol 36(1): 122-
129. 
Jaakkola K, Nikula T, Holopainen R, Vahasilta T, 
Matikainen MT, Laukkanen ML, Huupponen R, 
Halkola L, Nieminen L, Hiltunen J, Parviainen S, 
Clark MR, Knuuti J, Savunen T, Kaapa P, Voipio-
Pulkki LM and Jalkanen S (2000b) In vivo 
detection of vascular adhesion protein-1 in 
experimental inflammation. Am J Pathol 157(2): 
463-471. 
Jakobsson E, Nilsson J, Ogg D and Kleywegt GJ 
(2005) Structure of human semicarbazide-sensitive 
amine oxidase/vascular adhesion protein-1. Acta 
Crystallogr D Biol Crystallogr 61(Pt 11): 1550-
1562. 
Jalkanen S, Steere AC, Fox RI and Butcher EC 
(1986a) A distinct endothelial cell recognition 
system that controls lymphocyte traffic into 
inflamed synovium. Science 233(4763): 556-558. 
Jalkanen S, Karikoski M, Mercier N, Koskinen K, 
Henttinen T, Elima K, Salmivirta K and Salmi M 
(2007) The oxidase activity of vascular adhesion 
protein-1 (VAP-1) induces endothelial E- and P-
selectins and leukocyte binding. Blood 110(6): 
1864-1870. 
Jalkanen ST, Bargatze RF, Herron LR and Butcher 
EC (1986b) A lymphoid cell surface glycoprotein 
involved in endothelial cell recognition and 
lymphocyte homing in man. Eur J Immunol 16(10): 
1195-1202. 
Johnston B and Butcher EC (2002) Chemokines in 
rapid leukocyte adhesion triggering and migration. 
Semin Immunol 14(2): 83-92. 
Joyce JA and Pollard JW (2009) Microenvironmental 
regulation of metastasis. Nat Rev Cancer 9(4): 239-
252. 
 References 53 
Kansas GS (1996) Selectins and their ligands: current 
concepts and controversies. Blood 88(9): 3259-
3287. 
Kelly M, Hwang JM and Kubes P (2007) Modulating 
leukocyte recruitment in inflammation. J Allergy 
Clin Immunol 120(1): 3-10. 
Kemik O, Sumer A, Kemik AS, Itik V, Dulger AC, 
Purisa S and Tuzun S (2010) Human vascular 
adhesion protein-1 (VAP-1): serum levels for 
hepatocellular carcinoma in non-alcoholic and 
alcoholic fatty liver disease. World J Surg Oncol 8: 
83. 
Kieseier BC and Stuve O (2011) A critical appraisal 
of treatment decisions in multiple sclerosis--old 
versus new. Nat Rev Neurol 7(5): 255-262. 
Kirton CM, Laukkanen ML, Nieminen A, Merinen M, 
Stolen CM, Armour K, Smith DJ, Salmi M, 
Jalkanen S and Clark MR (2005) Function-
blocking antibodies to human vascular adhesion 
protein-1: a potential anti-inflammatory therapy. 
Eur J Immunol 35(11): 3119-3130. 
Kiss J, Jalkanen S, Fulop F, Savunen T and Salmi M 
(2008) Ischemia-reperfusion injury is attenuated in 
VAP-1-deficient mice and by VAP-1 inhibitors. 
Eur J Immunol 38(11): 3041-3049. 
Kivi E, Elima K, Aalto K, Nymalm Y, Auvinen K, 
Koivunen E, Otto DM, Crocker PR, Salminen TA, 
Salmi M and Jalkanen S (2009) Human Siglec-10 
can bind to vascular adhesion protein-1 and serves 
as its substrate. Blood 114(26): 5385-5392. 
Koskinen K, Vainio PJ, Smith DJ, Pihlavisto M, Yla-
Herttuala S, Jalkanen S and Salmi M (2004) 
Granulocyte transmigration through the 
endothelium is regulated by the oxidase activity of 
vascular adhesion protein-1 (VAP-1). Blood 
103(9): 3388-3395. 
Koskinen K, Nevalainen S, Karikoski M, Hanninen 
A, Jalkanen S and Salmi M (2007) VAP-1-
deficient mice display defects in mucosal immunity 
and antimicrobial responses: implications for 
antiadhesive applications. J Immunol 179(9): 6160-
6168. 
Koutroubakis IE, Petinaki E, Vardas E, Dimoulios P, 
Roussomoustakaki M, Maniatis AN and 
Kouroumalis EA (2002) Circulating soluble 
vascular adhesion protein 1 in patients with 
inflammatory bowel disease. Eur J Gastroenterol 
Hepatol 14(4): 405-408. 
Kurkijarvi R, Adams DH, Leino R, Mottonen T, 
Jalkanen S and Salmi M (1998) Circulating form of 
human vascular adhesion protein-1 (VAP-1): 
increased serum levels in inflammatory liver 
diseases. J Immunol 161(3): 1549-1557. 
Kurkijarvi R, Yegutkin GG, Gunson BK, Jalkanen S, 
Salmi M and Adams DH (2000) Circulating soluble 
vascular adhesion protein 1 accounts for the 
increased serum monoamine oxidase activity in 
chronic liver disease. Gastroenterology 119(4): 
1096-1103. 
Kurkijarvi R, Jalkanen S, Isoniemi H and Salmi M 
(2001) Vascular adhesion protein-1 (VAP-1) 
mediates lymphocyte-endothelial interactions in 
chronic kidney rejection. Eur J Immunol 31(10): 
2876-2884. 
Kzhyshkowska J, Gratchev A, Brundiers H, Mamidi 
S, Krusell L and Goerdt S (2005) 
Phosphatidylinositide 3-kinase activity is required 
for stabilin-1-mediated endosomal transport of 
acLDL. Immunobiology 210(2-4): 161-173. 
Kzhyshkowska J, Mamidi S, Gratchev A, Kremmer E, 
Schmuttermaier C, Krusell L, Haus G, Utikal J, 
Schledzewski K, Scholtze J and Goerdt S (2006a) 
Novel stabilin-1 interacting chitinase-like protein 
(SI-CLP) is up-regulated in alternatively activated 
macrophages and secreted via lysosomal pathway. 
Blood 107(8): 3221-3228. 
Kzhyshkowska J, Workman G, Cardo-Vila M, Arap 
W, Pasqualini R, Gratchev A, Krusell L, Goerdt S 
and Sage EH (2006b) Novel function of 
alternatively activated macrophages: stabilin-1-
mediated clearance of SPARC. J Immunol 176(10): 
5825-5832. 
Kzhyshkowska J, Gratchev A, Schmuttermaier C, 
Brundiers H, Krusell L, Mamidi S, Zhang J, 
Workman G, Sage EH, Anderle C, Sedlmayr P and 
Goerdt S (2008) Alternatively activated 
macrophages regulate extracellular levels of the 
hormone placental lactogen via receptor-mediated 
uptake and transcytosis. J Immunol 180(5): 3028-
3037. 
Lalor PF, Edwards S, McNab G, Salmi M, Jalkanen S 
and Adams DH (2002) Vascular adhesion protein-1 
mediates adhesion and transmigration of 
lymphocytes on human hepatic endothelial cells. J 
Immunol 169(2): 983-992. 
Lalor PF, Sun PJ, Weston CJ, Martin-Santos A, 
Wakelam MJ and Adams DH (2007) Activation of 
vascular adhesion protein-1 on liver endothelium 
results in an NF-kappaB-dependent increase in 
lymphocyte adhesion. Hepatology 45(2): 465-474. 
Langer HF and Chavakis T (2009) Leukocyte-
endothelial interactions in inflammation. J Cell Mol 
Med 13(7): 1211-1220. 
Larson RS and Springer TA (1990) Structure and 
function of leukocyte integrins. Immunol Rev 114: 
181-217. 
Lasky LA (1992) Selectins: interpreters of cell-
specific carbohydrate information during 
inflammation. Science 258(5084): 964-969. 
Laudanna C and Bolomini-Vittori M (2009) Integrin 
activation in the immune system. Wiley Interdiscip 
Rev Syst Biol Med 1(1): 116-127. 
54 References  
Lee SJ, Park SY, Jung MY, Bae SM and Kim IS 
(2011) Mechanism for phosphatidylserine-
dependent erythrophagocytosis in mouse liver. 
Blood 117(19): 5215-5223. 
Leppink DM, Bishop DK, Sedmak DD, Henry ML, 
Ferguson RM, Streeter PR, Butcher EC and Orosz 
CG (1989) Inducible expression of an endothelial 
cell antigen on murine myocardial vasculature in 
association with interstitial cellular infiltration. 
Transplantation 48(5): 874-877. 
Lewinsohn DM, Bargatze RF and Butcher EC (1987) 
Leukocyte-endothelial cell recognition: evidence of 
a common molecular mechanism shared by 
neutrophils, lymphocytes, and other leukocytes. J 
Immunol 138(12): 4313-4321. 
Ley K, Laudanna C, Cybulsky MI and Nourshargh S 
(2007) Getting to the site of inflammation: the 
leukocyte adhesion cascade updated. Nat Rev 
Immunol 7(9): 678-689. 
Li R, Oteiza A, Sorensen KK, McCourt P, Olsen R, 
Smedsrod B and Svistounov D (2011) Role of liver 
sinusoidal endothelial cells and stabilins in 
elimination of oxidized low-density lipoproteins. 
Am J Physiol Gastrointest Liver Physiol 300(1): 
G71-81. 
Liaskou E, Karikoski M, Reynolds GM, Lalor PF, 
Weston CJ, Pullen N, Salmi M, Jalkanen S and 
Adams DH (2011) Regulation of mucosal 
addressin cell adhesion molecule 1 expression in 
human and mice by vascular adhesion protein 1 
amine oxidase activity. Hepatology 53(2): 661-672. 
Lin MS, Li HY, Wei JN, Lin CH, Smith DJ, Vainio J, 
Shih SR, Chen YH, Lin LC, Kao HL, Chuang LM 
and Chen MF (2008) Serum vascular adhesion 
protein-1 is higher in subjects with early stages of 
chronic kidney disease. Clin Biochem 41(16-17): 
1362-1367. 
Luster AD, Alon R and von Andrian UH (2005) 
Immune cell migration in inflammation: present 
and future therapeutic targets. Nat Immunol 6(12): 
1182-1190. 
Lyles GA (1996) Mammalian plasma and tissue-
bound semicarbazide-sensitive amine oxidases: 
biochemical, pharmacological and toxicological 
aspects. Int J Biochem Cell Biol 28(3): 259-274. 
Ma Q, Manaenko A, Khatibi NH, Chen W, Zhang JH 
and Tang J (2011) Vascular adhesion protein-1 
inhibition provides antiinflammatory protection 
after an intracerebral hemorrhagic stroke in mice. J 
Cereb Blood Flow Metab 31(3): 881-893. 
MacDougall JR, Croy BA, Chapeau C and Clark DA 
(1990) Demonstration of a splenic cytotoxic 
effector cell in mice of genotype 
SCID/SCID.BG/BG. Cell Immunol 130(1): 106-
117. 
Mackay CR, Kimpton WG, Brandon MR and Cahill 
RN (1988) Lymphocyte subsets show marked 
differences in their distribution between blood and 
the afferent and efferent lymph of peripheral lymph 
nodes. J Exp Med 167(6): 1755-1765. 
Mackay CR, Marston WL and Dudler L (1990) Naive 
and memory T cells show distinct pathways of 
lymphocyte recirculation. J Exp Med 171(3): 801-
817. 
Mackay CR (2008) Moving targets: cell migration 
inhibitors as new anti-inflammatory therapies. Nat 
Immunol 9(9): 988-998. 
Madej A, Reich A, Orda A and Szepietowski JC 
(2006) Expression of vascular adhesion protein-1 
in atopic eczema. Int Arch Allergy Immunol 
139(2): 114-121. 
Madej A, Reich A, Orda A and Szepietowski JC 
(2007) Vascular adhesion protein-1 (VAP-1) is 
overexpressed in psoriatic patients. J Eur Acad 
Dermatol Venereol 21(1): 72-78. 
Mantovani A, Allavena P, Sica A and Balkwill F 
(2008) Cancer-related inflammation. Nature 
454(7203): 436-444. 
Mantovani A (2009) Cancer: Inflaming metastasis. 
Nature 457(7225): 36-37. 
Martelius T, Salmi M, Wu H, Bruggeman C, 
Hockerstedt K, Jalkanen S and Lautenschlager I 
(2000) Induction of vascular adhesion protein-1 
during liver allograft rejection and concomitant 
cytomegalovirus infection in rats. Am J Pathol 
157(4): 1229-1237. 
Martelius T, Salaspuro V, Salmi M, Krogerus L, 
Hockerstedt K, Jalkanen S and Lautenschlager I 
(2004) Blockade of vascular adhesion protein-1 
inhibits lymphocyte infiltration in rat liver allograft 
rejection. Am J Pathol 165(6): 1993-2001. 
Martinez-Pomares L, Reid DM, Brown GD, Taylor 
PR, Stillion RJ, Linehan SA, Zamze S, Gordon S 
and Wong SY (2003) Analysis of mannose receptor 
regulation by IL-4, IL-10, and proteolytic 
processing using novel monoclonal antibodies. J 
Leukoc Biol 73(5): 604-613. 
Marttila-Ichihara F, Auvinen K, Elima K, Jalkanen S 
and Salmi M (2009) Vascular adhesion protein-1 
enhances tumor growth by supporting recruitment 
of Gr-1+CD11b+ myeloid cells into tumors. Cancer 
Res 69(19): 7875-7883. 
Marttila-Ichihara F, Castermans K, Auvinen K, Oude 
Egbrink MG, Jalkanen S, Griffioen AW and Salmi 
M (2010) Small-molecule inhibitors of vascular 
adhesion protein-1 reduce the accumulation of 
myeloid cells into tumors and attenuate tumor 
growth in mice. J Immunol 184(6): 3164-3173. 
McEver RP (2002) Selectins: lectins that initiate cell 
adhesion under flow. Curr Opin Cell Biol 14(5): 
581-586. 
 References 55 
McNab G, Reeves JL, Salmi M, Hubscher S, Jalkanen 
S and Adams DH (1996) Vascular adhesion protein 
1 mediates binding of T cells to human hepatic 
endothelium. Gastroenterology 110(2): 522-528. 
Miller DH, Khan OA, Sheremata WA, Blumhardt LD, 
Rice GP, Libonati MA, Willmer-Hulme AJ, Dalton 
CM, Miszkiel KA and O'Connor PW (2003) A 
controlled trial of natalizumab for relapsing 
multiple sclerosis. N Engl J Med 348(1): 15-23. 
Miravalle A and Corboy JR (2010) Therapeutic 
options in multiple sclerosis: five new things. 
Neurology 75(18 Suppl 1): S22-27. 
Mousa SA (2008) Cell adhesion molecules: potential 
therapeutic & diagnostic implications. Mol 
Biotechnol 38(1): 33-40. 
Muller WA (2011) Mechanisms of leukocyte 
transendothelial migration. Annu Rev Pathol 6: 
323-344. 
Murshid A, Theriault J, Gong J and Calderwood SK 
(2011) Investigating receptors for extracellular heat 
shock proteins. Methods Mol Biol 787: 289-302. 
Nagaraju GP and Sharma D (2011) Anti-cancer role 
of SPARC, an inhibitor of adipogenesis. Cancer 
Treat Rev 37(7): 559-566. 
Nakao S, Noda K, Zandi S, Sun D, Taher M, Schering 
A, Xie F, Mashima Y and Hafezi-Moghadam A 
(2011) VAP-1-mediated M2 macrophage 
infiltration underlies IL-1beta- but not VEGF-A-
induced lymph- and angiogenesis. Am J Pathol 
178(4): 1913-1921. 
Nelson BH (2008) The impact of T-cell immunity on 
ovarian cancer outcomes. Immunol Rev 222: 101-
116. 
Nguyen DX, Bos PD and Massague J (2009) 
Metastasis: from dissemination to organ-specific 
colonization. Nat Rev Cancer 9(4): 274-284. 
Nickoloff BJ, Ben-Neriah Y and Pikarsky E (2005) 
Inflammation and cancer: is the link as simple as 
we think? J Invest Dermatol 124(6): x-xiv. 
Noda K, Miyahara S, Nakazawa T, Almulki L, Nakao 
S, Hisatomi T, She H, Thomas KL, Garland RC, 
Miller JW, Gragoudas ES, Kawai Y, Mashima Y 
and Hafezi-Moghadam A (2008) Inhibition of 
vascular adhesion protein-1 suppresses endotoxin-
induced uveitis. Faseb J 22(4): 1094-1103. 
Nymalm Y, Kidron H, Soderholm A, Viitanen L, 
Kaukonen K, Pihlavisto M, Smith D, Veromaa T, 
Airenne TT, Johnson MS and Salminen TA (2003) 
Crystallization and preliminary X-ray analysis of 
the human vascular adhesion protein-1. Acta 
Crystallogr D Biol Crystallogr 59(Pt 7): 1288-
1290. 
O'Rourke AM, Wang EY, Salter-Cid L, Huang L, 
Miller A, Podar E, Gao HF, Jones DS and Linnik 
MD (2007) Benefit of inhibiting SSAO in relapsing 
experimental autoimmune encephalomyelitis. J 
Neural Transm 114(6): 845-849. 
O'Rourke AM, Wang EY, Miller A, Podar EM, 
Scheyhing K, Huang L, Kessler C, Gao H, Ton-Nu 
HT, Macdonald MT, Jones DS and Linnik MD 
(2008) Anti-inflammatory effects of LJP 1586 [Z-
3-fluoro-2-(4-methoxybenzyl)allylamine 
hydrochloride], an amine-based inhibitor of 
semicarbazide-sensitive amine oxidase activity. J 
Pharmacol Exp Ther 324(2): 867-875. 
O'Sullivan J, Unzeta M, Healy J, O'Sullivan MI, 
Davey G and Tipton KF (2004) Semicarbazide-
sensitive amine oxidases: enzymes with quite a lot 
to do. Neurotoxicology 25(1-2): 303-315. 
Oliver C and Essner E (1975) Formation of 
anomalous lysosomes in monocytes, neutrophils, 
and eosinophils from bone marrow of mice with 
Chediak-Higashi syndrome. Lab Invest 32(1): 17-
27. 
Olson TS and Ley K (2002) Chemokines and 
chemokine receptors in leukocyte trafficking. Am J 
Physiol Regul Integr Comp Physiol 283(1): R7-28. 
Ontaneda D, Hyland M and Cohen JA (2012) 
Multiple sclerosis: new insights in pathogenesis 
and novel therapeutics. Annu Rev Med 63: 389-
404. 
Pages F, Galon J, Dieu-Nosjean MC, Tartour E, 
Sautes-Fridman C and Fridman WH (2010) 
Immune infiltration in human tumors: a prognostic 
factor that should not be ignored. Oncogene 29(8): 
1093-1102. 
Palani S, Maksimow M, Miiluniemi M, Auvinen K, 
Jalkanen S and Salmi M (2011) Stabilin-
1/CLEVER-1, a type 2 macrophage marker, is an 
adhesion and scavenging molecule on human 
placental macrophages. Eur J Immunol 41(7): 
2052-2063. 
Papp K, Bissonnette R, Krueger JG, Carey W, Gratton 
D, Gulliver WP, Lui H, Lynde CW, Magee A, 
Minier D, Ouellet JP, Patel P, Shapiro J, Shear NH, 
Kramer S, Walicke P, Bauer R, Dedrick RL, Kim 
SS, White M and Garovoy MR (2001) The 
treatment of moderate to severe psoriasis with a 
new anti-CD11a monoclonal antibody. J Am Acad 
Dermatol 45(5): 665-674. 
Park SY, Jung MY, Lee SJ, Kang KB, Gratchev A, 
Riabov V, Kzhyshkowska J and Kim IS (2009) 
Stabilin-1 mediates phosphatidylserine-dependent 
clearance of cell corpses in alternatively activated 
macrophages. J Cell Sci 122(Pt 18): 3365-3373. 
Phillipson M, Heit B, Colarusso P, Liu L, Ballantyne 
CM and Kubes P (2006) Intraluminal crawling of 
neutrophils to emigration sites: a molecularly 
distinct process from adhesion in the recruitment 
cascade. J Exp Med 203(12): 2569-2575. 
56 References  
Politz O, Gratchev A, McCourt PA, Schledzewski K, 
Guillot P, Johansson S, Svineng G, Franke P, 
Kannicht C, Kzhyshkowska J, Longati P, Velten 
FW, Johansson S and Goerdt S (2002) Stabilin-1 
and -2 constitute a novel family of fasciclin-like 
hyaluronan receptor homologues. Biochem J 
362(Pt 1): 155-164. 
Polman CH, O'Connor PW, Havrdova E, Hutchinson 
M, Kappos L, Miller DH, Phillips JT, Lublin FD, 
Giovannoni G, Wajgt A, Toal M, Lynn F, Panzara 
MA and Sandrock AW (2006) A randomized, 
placebo-controlled trial of natalizumab for 
relapsing multiple sclerosis. N Engl J Med 354(9): 
899-910. 
Qian H, Johansson S, McCourt P, Smedsrod B, 
Ekblom M and Johansson S (2009) Stabilins are 
expressed in bone marrow sinusoidal endothelial 
cells and mediate scavenging and cell adhesive 
functions. Biochem Biophys Res Commun 390(3): 
883-886. 
Raffa RB, Mathiasen JR, Kimball ES and Vaught JL 
(1993) The combined immunological and 
antinociceptive defects of beige-J mice: the 
possible existence of a 'mu-repressin'. Life Sci 
52(1): 1-8. 
Rice GP, Hartung HP and Calabresi PA (2005) Anti-
alpha4 integrin therapy for multiple sclerosis: 
mechanisms and rationale. Neurology 64(8): 1336-
1342. 
Rosen SD (2004) Ligands for L-selectin: homing, 
inflammation, and beyond. Annu Rev Immunol 22: 
129-156. 
Sallisalmi M, Tenhunen J, Yang R, Oksala N and 
Pettila V (2012) Vascular adhesion protein-1 and 
syndecan-1 in septic shock. Acta Anaesthesiol 
Scand 56(3): 316-322. 
Sallusto F and Mackay CR (2004) Chemoattractants 
and their receptors in homeostasis and 
inflammation. Curr Opin Immunol 16(6): 724-731. 
Salmi M and Jalkanen S (1992) A 90-kilodalton 
endothelial cell molecule mediating lymphocyte 
binding in humans. Science 257(5075): 1407-1409. 
Salmi M, Kalimo K and Jalkanen S (1993) Induction 
and function of vascular adhesion protein-1 at sites 
of inflammation. J Exp Med 178(6): 2255-2260. 
Salmi M and Jalkanen S (1995) Different forms of 
human vascular adhesion protein-1 (VAP-1) in 
blood vessels in vivo and in cultured endothelial 
cells: implications for lymphocyte-endothelial cell 
adhesion models. Eur J Immunol 25(10): 2803-
2812. 
Salmi M and Jalkanen S (1996) Human vascular 
adhesion protein 1 (VAP-1) is a unique 
sialoglycoprotein that mediates carbohydrate-
dependent binding of lymphocytes to endothelial 
cells. J Exp Med 183(2): 569-579. 
Salmi M, Rajala P and Jalkanen S (1997a) Homing of 
mucosal leukocytes to joints. Distinct endothelial 
ligands in synovium mediate leukocyte-subtype 
specific adhesion. J Clin Invest 99(9): 2165-2172. 
Salmi M, Tohka S, Berg EL, Butcher EC and 
Jalkanen S (1997b) Vascular adhesion protein 1 
(VAP-1) mediates lymphocyte subtype-specific, 
selectin-independent recognition of vascular 
endothelium in human lymph nodes. J Exp Med 
186(4): 589-600. 
Salmi M, Hellman J and Jalkanen S (1998) The role 
of two distinct endothelial molecules, vascular 
adhesion protein-1 and peripheral lymph node 
addressin, in the binding of lymphocyte subsets to 
human lymph nodes. J Immunol 160(11): 5629-
5636. 
Salmi M, Yegutkin GG, Lehvonen R, Koskinen K, 
Salminen T and Jalkanen S (2001) A cell surface 
amine oxidase directly controls lymphocyte 
migration. Immunity 14(3): 265-276. 
Salmi M, Stolen C, Jousilahti P, Yegutkin GG, 
Tapanainen P, Janatuinen T, Knip M, Jalkanen S 
and Salomaa V (2002) Insulin-regulated increase of 
soluble vascular adhesion protein-1 in diabetes. Am 
J Pathol 161(6): 2255-2262. 
Salmi M, Koskinen K, Henttinen T, Elima K and 
Jalkanen S (2004) CLEVER-1 mediates 
lymphocyte transmigration through vascular and 
lymphatic endothelium. Blood 104(13): 3849-3857. 
Salminen TA, Smith DJ, Jalkanen S and Johnson MS 
(1998) Structural model of the catalytic domain of 
an enzyme with cell adhesion activity: human 
vascular adhesion protein-1 (HVAP-1) D4 domain 
is an amine oxidase. Protein Eng 11(12): 1195-
1204. 
Salter-Cid LM, Wang E, O'Rourke AM, Miller A, 
Gao H, Huang L, Garcia A and Linnik MD (2005) 
Anti-inflammatory effects of inhibiting the amine 
oxidase activity of semicarbazide-sensitive amine 
oxidase. J Pharmacol Exp Ther 315(2): 553-562. 
Sanz MJ and Kubes P (2012) Neutrophil-active 
chemokines in in vivo imaging of neutrophil 
trafficking. Eur J Immunol 42(2): 278-283. 
Saunders BM and Cheers C (1996) Intranasal 
infection of beige mice with Mycobacterium avium 
complex: role of neutrophils and natural killer 
cells. Infect Immun 64(10): 4236-4241. 
Savage ND, de Boer T, Walburg KV, Joosten SA, van 
Meijgaarden K, Geluk A and Ottenhoff TH (2008) 
Human anti-inflammatory macrophages induce 
Foxp3+ GITR+ CD25+ regulatory T cells, which 
suppress via membrane-bound TGFbeta-1. J 
Immunol 181(3): 2220-2226. 
Schenkel AR, Mamdouh Z and Muller WA (2004) 
Locomotion of monocytes on endothelium is a 
 References 57 
critical step during extravasation. Nat Immunol 
5(4): 393-400. 
Schledzewski K, Falkowski M, Moldenhauer G, 
Metharom P, Kzhyshkowska J, Ganss R, Demory 
A, Falkowska-Hansen B, Kurzen H, Ugurel S, 
Geginat G, Arnold B and Goerdt S (2006) 
Lymphatic endothelium-specific hyaluronan 
receptor LYVE-1 is expressed by stabilin-1+, 
F4/80+, CD11b+ macrophages in malignant 
tumours and wound healing tissue in vivo and in 
bone marrow cultures in vitro: implications for the 
assessment of lymphangiogenesis. J Pathol 209(1): 
67-77. 
Schluter K, Gassmann P, Enns A, Korb T, Hemping-
Bovenkerk A, Holzen J and Haier J (2006) Organ-
specific metastatic tumor cell adhesion and 
extravasation of colon carcinoma cells with 
different metastatic potential. Am J Pathol 169(3): 
1064-1073. 
Schwab N, Hohn KG, Schneider-Hohendorf T, Metz 
I, Stenner MP, Jilek S, Du Pasquier RA, Gold R, 
Meuth SG, Ransohoff RM, Bruck W and Wiendl H 
(2011) Immunological and clinical consequences of 
treating a patient with natalizumab. Mult Scler. 
Shetty S, Weston CJ, Oo YH, Westerlund N, 
Stamataki Z, Youster J, Hubscher SG, Salmi M, 
Jalkanen S, Lalor PF and Adams DH (2011) 
Common lymphatic endothelial and vascular 
endothelial receptor-1 mediates the transmigration 
of regulatory T cells across human hepatic 
sinusoidal endothelium. J Immunol 186(7): 4147-
4155. 
Singh B, Tschernig T, van Griensven M, Fieguth A 
and Pabst R (2003) Expression of vascular 
adhesion protein-1 in normal and inflamed mice 
lungs and normal human lungs. Virchows Arch 
442(5): 491-495. 
Sligh JE, Jr., Ballantyne CM, Rich SS, Hawkins HK, 
Smith CW, Bradley A and Beaudet AL (1993) 
Inflammatory and immune responses are impaired 
in mice deficient in intercellular adhesion molecule 
1. Proc Natl Acad Sci U S A 90(18): 8529-8533. 
Smith CW (2008) 3. Adhesion molecules and 
receptors. J Allergy Clin Immunol 121(2 Suppl): 
S375-379; quiz S414. 
Smith DJ, Salmi M, Bono P, Hellman J, Leu T and 
Jalkanen S (1998) Cloning of vascular adhesion 
protein 1 reveals a novel multifunctional adhesion 
molecule. J Exp Med 188(1): 17-27. 
Sperandio M (2006) Selectins and 
glycosyltransferases in leukocyte rolling in vivo. 
Febs J 273(19): 4377-4389. 
Springer TA, Dustin ML, Kishimoto TK and Marlin 
SD (1987) The lymphocyte function-associated 
LFA-1, CD2, and LFA-3 molecules: cell adhesion 
receptors of the immune system. Annu Rev 
Immunol 5: 223-252. 
Springer TA (1994) Traffic signals for lymphocyte 
recirculation and leukocyte emigration: the 
multistep paradigm. Cell 76(2): 301-314. 
Springer TA (1995) Traffic signals on endothelium 
for lymphocyte recirculation and leukocyte 
emigration. Annu Rev Physiol 57: 827-872. 
Stolen CM, Yegutkin GG, Kurkijarvi R, Bono P, 
Alitalo K and Jalkanen S (2004) Origins of serum 
semicarbazide-sensitive amine oxidase. Circ Res 
95(1): 50-57. 
Stolen CM, Marttila-Ichihara F, Koskinen K, 
Yegutkin GG, Turja R, Bono P, Skurnik M, 
Hanninen A, Jalkanen S and Salmi M (2005) 
Absence of the endothelial oxidase AOC3 leads to 
abnormal leukocyte traffic in vivo. Immunity 
22(1): 105-115. 
Streeter PR, Rouse BT and Butcher EC (1988) 
Immunohistologic and functional characterization 
of a vascular addressin involved in lymphocyte 
homing into peripheral lymph nodes. J Cell Biol 
107(5): 1853-1862. 
Tai IT and Tang MJ (2008) SPARC in cancer 
biology: its role in cancer progression and potential 
for therapy. Drug Resist Updat 11(6): 231-246. 
Takada Y, Ye X and Simon S (2007) The integrins. 
Genome Biol 8(5): 215. 
Tamura Y, Adachi H, Osuga J, Ohashi K, Yahagi N, 
Sekiya M, Okazaki H, Tomita S, Iizuka Y, 
Shimano H, Nagai R, Kimura S, Tsujimoto M and 
Ishibashi S (2003) FEEL-1 and FEEL-2 are 
endocytic receptors for advanced glycation end 
products. J Biol Chem 278(15): 12613-12617. 
Tohka S, Laukkanen M, Jalkanen S and Salmi M 
(2001) Vascular adhesion protein 1 (VAP-1) 
functions as a molecular brake during granulocyte 
rolling and mediates recruitment in vivo. Faseb J 
15(2): 373-382. 
Toiyama Y, Miki C, Inoue Y, Kawamoto A and 
Kusunoki M (2009) Circulating form of human 
vascular adhesion protein-1 (VAP-1): decreased 
serum levels in progression of colorectal cancer 
and predictive marker of lymphatic and hepatic 
metastasis. J Surg Oncol 99(6): 368-372. 
Ulbrich H, Eriksson EE and Lindbom L (2003) 
Leukocyte and endothelial cell adhesion molecules 
as targets for therapeutic interventions in 
inflammatory disease. Trends Pharmacol Sci 
24(12): 640-647. 
Vainio PJ, Kortekangas-Savolainen O, Mikkola JH, 
Jaakkola K, Kalimo K, Jalkanen S and Veromaa T 
(2005) Safety of blocking vascular adhesion 
protein-1 in patients with contact dermatitis. Basic 
Clin Pharmacol Toxicol 96(6): 429-435. 
Wang EY, Gao H, Salter-Cid L, Zhang J, Huang L, 
Podar EM, Miller A, Zhao J, O'Rourke A and 
Linnik MD (2006) Design, synthesis, and 
58 References  
biological evaluation of semicarbazide-sensitive 
amine oxidase (SSAO) inhibitors with anti-
inflammatory activity. J Med Chem 49(7): 2166-
2173. 
Wang H, Fu W, Im JH, Zhou Z, Santoro SA, Iyer V, 
DiPersio CM, Yu QC, Quaranta V, Al-Mehdi A 
and Muschel RJ (2004) Tumor cell alpha3beta1 
integrin and vascular laminin-5 mediate pulmonary 
arrest and metastasis. J Cell Biol 164(6): 935-941. 
Weissert R (2011) Progressive multifocal 
leukoencephalopathy. J Neuroimmunol 231(1-2): 
73-77. 
Wellington K and Perry CM (2005) Efalizumab. Am J 
Clin Dermatol 6(2): 113-118; discussion 119-120. 
Vestweber D (2007) Adhesion and signaling 
molecules controlling the transmigration of 
leukocytes through endothelium. Immunol Rev 
218: 178-196. 
von Andrian UH and Mackay CR (2000) T-cell 
function and migration. Two sides of the same 
coin. N Engl J Med 343(14): 1020-1034. 
Xu HL, Salter-Cid L, Linnik MD, Wang EY, 
Paisansathan C and Pelligrino DA (2006) Vascular 
adhesion protein-1 plays an important role in 
postischemic inflammation and neuropathology in 
diabetic, estrogen-treated ovariectomized female 
rats subjected to transient forebrain ischemia. J 
Pharmacol Exp Ther 317(1): 19-29. 
Yasuda H, Toiyama Y, Ohi M, Mohri Y, Miki C and 
Kusunoki M (2011) Serum soluble vascular 
adhesion protein-1 is a valuable prognostic marker 
in gastric cancer. J Surg Oncol 103(7): 695-699. 
Yednock TA, Cannon C, Fritz LC, Sanchez-Madrid F, 
Steinman L and Karin N (1992) Prevention of 
experimental autoimmune encephalomyelitis by 
antibodies against alpha 4 beta 1 integrin. Nature 
356(6364): 63-66. 
Yonekawa K and Harlan JM (2005) Targeting 
leukocyte integrins in human diseases. J Leukoc 
Biol 77(2): 129-140. 
Yoong KF, McNab G, Hubscher SG and Adams DH 
(1998) Vascular adhesion protein-1 and ICAM-1 
support the adhesion of tumor-infiltrating 
lymphocytes to tumor endothelium in human 
hepatocellular carcinoma. J Immunol 160(8): 3978-
3988. 
 
